



Mast cells and endothelial erosion: 












Wihuri Research Institute  
and  












To be publicly examined with permission of the Medical Faculty of the University of 
Helsinki, in the lecture hall of the Department of Forensic Medicine, Kytösuontie 11, 







Supervised by: Petri T. Kovanen, MD, PhD 





Ken A. Lindstedt, PhD 






Reviewed by:  Kari Eklund, MD, PhD 
Department of Medicine 
Division of Rheumatology 





Mikko Syvänne, MD, PhD 
Department of Medicine 
Division of Cardiology 






Opponent:  Veli-Pekka Lehto, MD, PhD 
Department of Pathology 





ISBN 978-952-92-1962-9 (paperback) 
ISBN 978-952-10-3886-0 (PDF) 
http://ethesis.helsinki.fi 
 
Printed in Yliopistopaino, Helsinki, 2007 
 











































To my family 
 
 
TABLE OF CONTENTS 






TIIVISTELMÄ (FINNISH ABSTRACT) 9 
 
1. LITERATURE REVIEW 10 
1.1. General introduction 10 




Vascular extracellular structures 11 
Cells of healthy intima 13 
1.3. Introduction to atherosclerosis research 14 
Historical perspective 14 
Epidemiology of atherosclerosis 15 
1.4. Lipids in atherogenesis 16 
1.5. Inflammation in atherosclerosis 17 
Causes of inflammation in the arterial wall 17 
Innate immunity in atherogenesis 18 
Acquired immunity in atherogenesis 26 
1.6. Thrombosis in atherosclerosis 28 
1.7. Topic of this thesis – Iatrogenic and mast cell-induced endothelial erosion 28 
Pathogenesis of graft atherosclerosis 28 
Endothelial erosions in atherosclerosis 28 
 
2. AIMS OF THE STUDY 32 
 
3. MATERIALS AND METHODS 33 
3.1. Human samples 34 
 
4. RESULTS AND DISCUSSION 35 
4.1. Papaverine-induced endothelial damage (I) 35 
Use of papaverine as a vasodilator in coronary artery bypass grafting 35 
4.2. Mast cell counts are increased in symptom-causing carotid plaques (II) 37 
 
 
Mast cell counts are increased in symptom-causing carotid plaques and associate 
with atherogenic lipid profiles 37 
4.3. Subendothelial mast cells may cause endothelial denudation (III) 38 
Subendothelial mast cells associate with luminal microthrombi 38 
Ex vivo model of mast cell protease-induced endothelial damage 38 
Degradation of essential endothelial cell adhesion molecules by mast cell     
proteases 39 
Potential role of mast cells in the induction of endothelial erosions causing acute 
thrombotic events 40 
Importance of endothelial damage in atherosclerosis 41 
4.4. Symptom status of carotid plaques is not determined by endothelial cell       
apoptosis (IV) 42 
Apoptosis and proliferation of endothelial cells 42 
Low turnover and large erosions are associated with symptomatic plaques,    
whereas high turnover is associated with asymptomatic plaques 43 
4.5. Identification of endothelial erosions by staining simultaneously endothelial cells 
with CD31/34 and platelets with CD42b (V) 44 
4.6. Pharmacological inhibition of mast cell-induced coronary constriction    
(unpublished results) 44 
 
5. SUMMARY AND CONCLUSIONS 46 
 
6. ACKNOWLEDGEMENTS 48 
 
7. SELECTION OF REFERENCES 50 
 
8. ONLINE DATABASES 51 
 





I Mäyränpää M, Simpanen J, Hess MW, Werkkala K, Kovanen PT. Arterial endothelial 
denudation by intraluminal use of papaverine-NaCl solution in coronary bypass 
surgery. European Journal of Cardio-thoracic Surgery 2004; Apr;25(4):560-566. 
 
II Lehtonen-Smeds EMP, Mäyränpää M, Lindsberg PJ, Soinne L, Saimanen E, Järvinen 
AAJ, Salonen O, Carpén O, Lassila R, Sarna S, Kaste M, Kovanen PT. Carotid plaque 
mast cells associate with atherogenic serum lipids, high grade carotid stenosis and 
symptomatic carotid artery disease. Results from the Helsinki carotid endarterectomy 
study. Cerebrovascular Diseases 2005;19(5):291-301. 
 
III Mäyränpää MI, Heikkilä HM, Lindstedt KA, Walls AF, Kovanen PT. Desquamation 
of human coronary artery endothelium by human mast cell proteases: implications for 
plaque erosion. Coronary Artery Disease 2006; Nov;17(7):611-621. 
 
IV Nuotio K, Mäyränpää MI, Saksi J, Ijäs P, Sairanen T, Carpén O, Soinne L, Saimanen 
E, Salonen O, Lepäntalo M, Kovanen PT, Kaste M, Lindsberg PJ. Endothelial 
Apoptosis Does Not Determine Symptom Status in Carotid Artery Disease. 
Cerebrovascular Diseases 2007;23(1):27-34. 
 
V Mäyränpää MI, Reséndiz JC, Heikkilä HM, Lindstedt KA, and Kovanen PT. Improved 
identification of endothelial erosion by simultaneous detection of endothelial cells 
(CD31/CD34) and platelets (CD42b). Endothelium: Journal of Endothelial Cell 
Research (In press). 
 
The original publications are reproduced with permission of copyright holders. 
 
These publications will be referred to hereafter as “Study” with the Roman numerals I – V. 
 




AEC  3-amino-9-ethylcarbazole 
Apo  apolipoprotein 
BM  basement membrane 
BTEE  N-benzoyl-L-tyrosine ethyl ester 
Ca  calcium 
CaSMC human coronary artery smooth muscle cell 
CD31  platelet-endothelial cell adhesion molecule 1 
CD146  melanoma adhesion molecule 
CRP  C-reactive protein 
DAB  3,3’-diamino-benzidine 
DAPI  4',6-diamidino-2-phenylindole 
EC  endothelial cell 
ECM  extracellular matrix 
EDTA  ethylenediaminetetraacetic acid 
FALGPA furylacryloyl-Leu-Gly-Pro-Ala 
HCAEC human coronary artery endothelial cell 
HDL  high-density lipoprotein 
HDL-C high-density lipoprotein cholesterol 
HRP  horseradish peroxidase 
Ig  immunoglobulin 
IFN-γ  interferon gamma 
JAM  junctional adhesion molecule 
K  potassium 
kDa  kiloDalton 
LDL  low-density lipoprotein 
LDL-C low-density lipoprotein cholesterol 
Mab  monoclonal antibody 
MC  mast cell 
MMP  matrix metalloproteinase 
mRNA  messenger RNA 
Na  sodium 
NF-κB  nuclear factor κB 
NO  nitric oxide 
Pab  polyclonal antibody 
PCM  pericellular matrix 
PCSK9 proprotein convertase subtilisin/kexin type 9 
PGI2  prostaglandin I2 (prostacyclin) 
PAR  protease-activated receptor 
rh  recombinant human 
RNA  ribonucleic acid 
SEM  scanning electron microscopy 
SMC  smooth muscle cell 
t-PA  tissue-type plasminogen activator 
TNF-α  tumor necrosis factor-α 
VCAM-1 vascular cell adhesion molecule 1 





More than 40% of all deaths in Finland are caused by atherosclerosis. The complications of 
atherosclerosis are due to either detachment of the luminal endothelium (erosion) or rupture of 
the fibrous cap of an atherosclerotic plaque (rupture). As a result, a thrombus is formed at the 
site of the intimal lesion. Indeed, erosions cause roughly 40% of sudden atherothrombotic 
deaths and 25% of all atherothrombotic deaths. Erosions are overrepresented in young 
subjects, diabetics, smokers and women. 
This dissertation focuses on endothelial erosion. Endothelial erosions were studied in 
the context of arterial grafting and vascular inflammation. Special attention was given to the 
role of intimal mast cells and the methodological viewpoints of reliable identification of 
endothelial erosions. 
Mast cells are inflammatory cells mostly known for their ability to cause allergic 
symptoms. In addition to occurring in skin and mucosal surfaces, mast cells are abundant in 
arterial intima and adventitia. In this study, mast cells were found to associate with 
endothelial erosions in non-lesional and atherosclerotic human coronary arteries. Thus, mast 
cells may participate in atherogenesis at the initial phases of the disease process already. We 
also showed that the mast cell proteases tryptase, chymase, and cathepsin G are all capable of 
cleaving molecules essential for endothelial cell-to-cell and cell-to-extracellular matrix 
interactions, such as VE-cadherin and fibronectin. 
Symptom-causing carotid plaques were found to contain more inflammatory cells, 
especially mast cells, than non-symptom-causing plaques. Furthermore, the atherogenic serum 
lipid profile and the degree of carotid stenosis turned out to correlate with the density of 
carotid plaque mast cells. Apoptotic and proliferating cells were more abundant in non-
symptom causing plaques (active renewal of endothelial cells), but erosions were larger in 
symptom-causing plaques (capacity of endothelial regeneration exceeded). 
The process of identifying endothelial erosions with immunostainings has been 
ambiguous, since both endothelial cells and platelets express largely the same antigens. This 
may have caused inaccurate interpretations of the presence of endothelial erosion. In the last 
substudy of this thesis we developed a double immunostaining method for simultaneous 
identification of endothelial cells and platelets. This method enables more reliable 
identification of endothelial erosions. 
 






TIIVISTELMÄ (Finnish abstract) 
Yli 40 % kaikista kuolemista Suomessa on ateroskleroosin aiheuttamia. 
Ateroskleroosin komplikaatiot syntyvät suonen sisäseinämää verhoavan endoteelin irrotessa 
(eroosio) tai ateroskleroottisen plakin rasvaytimen päällä olevan sidekudoskaton revetessä 
(ruptuura). Sekä eroosion, että ruptuuran seurauksena syntyy verihyytymä. Eroosiot 
aiheuttavat jopa 40 % kaikista aterotromboottisista äkkikuolemista ja 25 % 
aterotromboottisista kuolemista. Eroosioiden merkitys kuolinsyynä ruptuuroihin verrattuna on 
korostunut nuorissa ikäryhmissä, naisilla ja tupakoitsijoilla. 
Tässä väitöskirjatyössä on selvitetty papaveriinin ja syöttösolujen osuutta 
endoteelieroosioiden synnyssä, endoteelieroosioiden esiintymistä oireisten ja oireettomien 
potilaiden kaulavaltimoplakeissa, apoptoosin merkitystä karotisplakkien eroosioiden 
synnyssä, sekä pyritty kehittämään luotettava immunohistokemiallinen värjäysmenetelmä 
endoteelieroosioiden osoittamiseksi. 
Syöttösolut ovat tulehdussoluja, jotka tunnetaan yleisesti allergiaoireiden aiheuttajina. 
Syöttösolujen määrä on suuri ihon ja limakalvopintojen lisäksi myös valtimoiden seinämissä, 
jossa ne sijaitsevat endoteelin välittömässä läheisyydessä. Tutkimuksessa totesimme, että 
syöttösolut assosioituvat endoteelieroosioiden kanssa oireettomissa ja jopa lähes terveeltä 
näyttävissä suonissa ja ne voivat siten osallistua ateroskleroosin kehittymiseen jo sen 
alkuvaiheissa. Lisäksi totesimme, että syöttösolujen vapauttamat proteaasit tryptaasi, kymaasi 
ja katepsiini G kykenevät kaikki pilkkomaan endoteelisolujen solu-soluväliaine ja solu-solu 
adheesion kannalta keskeisiä molekyylejä kuten fibronektiiniä ja VE-kadheriinia. 
Totesimme myös, että oireisten kaulavaltimoahtaumapotilaiden kaulavaltimoplakeissa 
on enemmän tulehdussoluja, erityisesti syöttösoluja, kuin oireettomilla potilailla. Lisäksi 
havaitsimme, että suurentunut syöttösolumäärä korreloi myös potilaiden aterogeenisen 
seerumin lipidiprofiilin ja ahtauma-asteen kanssa. Totesimme myös, että oireettomilla 
potilailla on enemmän apoptoottisia ja jakautuvia endoteelisoluja (suuri vaihtuvuus, ja 
toimivat korjausmekanismit) kuin oireisilla, joilla puolestaan on suuremmat eroosiot (vähän 
soluja ja korjausmekanismit eivät toimi). 
Endoteelieroosioiden tunnistaminen immunovärjäyksin on ollut epävarmaa, koska 
endoteelisolut ja verihiutaleet ilmentävät suurelta osin samoja antigeenejä. Tämä on 
aiheuttanut helposti virheellisiä tulkintoja endoteelin erosoitumisesta tai eroosion puutteestä. 
Viimeisessä osatyössä kehitimme ratkaisuksi tähän ongelmaan immunohistokemiallisen 
värjäysmenetelmän, jolla pystyy värjäämään samanaikaisesti sekä verihiutaleet että 
endoteelisolut ja voi siten tunnistaa endoteelieroosiot aiempaa luotettavammin. 
 







1. LITERATURE REVIEW 
1.1. General introduction 
Atherosclerosis is a complex, multifactorial, and multifocal disease of large and medium-
sized arteries. Atherosclerotic changes begin to develop early in life and are already visible in 
children1, 2. This development starts at the bifurcations and curvatures of arteries, which are 
the sites most prone to atherosclerosis. 
 Initially, atherogenic plasma lipoproteins (LDL, IDL, VLDL) enter the arterial intima 
and accumulate there. The lipoproteins attach to intimal proteoglycans and become modified 
by oxidative and proteolytic mechanisms, which then leads to recruitment of inflammatory 
cells3, 4. The inflammatory cells start phagocytosing modified lipids, become lipid-filled foam 
cells, and potentiate the inflammation. Gradually, the chronic intimal inflammation, 
accumulation of lipids, and proliferation of intimal cells lead to marked structural changes in 
the intima, i.e. intimal thickening, fatty streak formation, and eventually the formation of an 
atherosclerotic plaque with an extracellular lipid core, i.e. atheroma. The changes in the 
arterial wall usually remain asymptomatic until they reach an advanced stage. Thus, by the 
time atherosclerosis becomes symptomatic, it is usually widespread, and the lesions causing 
complications have either eroded or ruptured, causing subsequent thrombus formation and 
ischemic symptoms. 
Changes resembling atherosclerosis are also observed in venous and arterial grafts 
used for by-pass operations (graft atherosclerosis), at sites of balloon angioplasty (restenosis), 
in transplanted organs (transplant atherosclerosis), as well as in the arterio-venous fistulae 
used as hemodialysis access point in patients with renal failure. 
1.2. Normal arterial structure 
The normal arterial wall is composed of three layers: intima, media, and adventitia1 (Figure 
1). These layers consist of several cell types and extracellular structures, which are briefly 
presented here. 
 
Figure 1. Schematic presentation of the normal arterial wall structure and a corresponding 





The innermost layer of the arterial wall, the intima, is separated from the arterial lumen by the 
endothelium and from the media by a thin elastic layer called the internal elastic lamina5. The 
endothelium consists of a monolayer of endothelial cells, and it plays a critical role in a 
variety of functions. It provides a smooth antithrombotic surface and regulates blood flow, 
blood coagulation, leukocyte adhesion, vascular smooth muscle cell (SMC) growth, and 
diffusion of liquids and solutes into tissues6. The intimal layer can be further divided into a 
superficial proteoglycan-rich layer and a deeper musculoelastic layer. The main constituents 
of the extracellular matrix of the superficial layer are type I, III, and IV collagens and the 
proteoglycans decorin, versican, biglycan, and hyaluronan7, 8. The deeper musculoelastic layer 
contains more SMCs, collagen, and elastic fibers than the superficial layer. The thickness of 
the intimal layer varies markedly in different parts of the arterial tree. The relative thickness 
of the intima is small in the large arteries, but greater in the medium-sized arteries and focally 
at sites of turbulent blood flow, whereas the intima in small arteries is very thin. Generally 
speaking, areas with thick intima, especially sites adjacent to arterial bifurcations, are prone to 
atherosclerosis. 
Media 
The middle layer of the arterial wall, the media, is mainly composed of circularly arranged 
contractile SMCs and elastic fibers, which are composed of two distinct components, a more 
abundant amorphous component (elastin) and a microfibrillar component. The media 
regulates arterial tone by its elastic properties and by active, regulated relaxation and 
constriction of SMCs. The media can be distinguished from the intima and adventitia by its 
color and by the transverse arrangement of its fibers and lamellae. The amount of SMCs, 
elastic fibers, and elastic lamellae is highest in the large arteries, i.e. the aorta and its 
branches, and decline markedly in smaller arteries. In the small distal coronary artery 
branches the media consists principally of a few lamellae of plain muscle fibers. The media is 
the thickest layer of the arterial wall in large and medium-sized arteries, and it thus largely 
determines the overall thickness of the arterial wall. 
Adventitia 
The outermost layer of the coronary artery is a layer of connective tissue called the adventitia. 
It consists mainly of fine bundles of whitish connective tissue arranged into an elastic 
recoiling mesh. In medium-sized arteries, this mesh is highly elastic and forms a special layer, 
which can be identified between the other adventitial structures and the media. In addition, the 
adventitia contains nerves and nutrient capillaries that supply oxygen and nutrients to the 
media9, 10. The nutrient capillaries are called vasa vasorum. The relative thickness of the 
adventitia is small in large arteries, but markedly greater in medium-sized arteries, whereas 
the smallest arteries have virtually no adventitia. It is of interest that surgical removal of the 
adventitia leads to a complete loss of luminal endothelium11. 
Vascular extracellular structures 
Basal lamina and basement membrane 
The basal lamina is a thin layer of specialized extracellular matrix (ECM). Basal laminas are 
present on the basal side of ECs and epithelial cells and surround a number of cell types. The 




membrane’ refers to a combination of the basal lamina and lamina reticularis or of two basal 
laminas, which is visible in light microscopy, whereas the basal lamina and lamina reticularis 
can only be visualized in electron microscopy. 
The basal lamina is composed of an electron-dense layer (lamina densa) between two 
electron-lucid layers (lamina lucida), and it is commonly ~40-50 nm thick (some basal 
laminas, such as the glomerular basement membrane may be up to 200nm thick). The basal 
lamina consists mainly of type IV collagen (the main component of lamina densa), laminin 
(the main component of lamina lucida), nidogen (also known as entactin), and perlecan, 
which are all produced by cells attached to the basal lamina12, 13. 
The two layers of the basal lamina (i.e. lamina densa and lamina lucida) typically lie 
on top of lamina reticularis, which is synthesized by cells of the surrounding connective 
tissue and contains type IV collagen. 
Anchoring fibers composed of type VII collagen extend from the basal lamina to the 
underlying lamina reticularis and loop around collagen bundles. These anchoring fibers are 
especially numerous in stratified squamous cells of the skin, which are exposed to high levels 
of mechanical stress. 
Extracellular matrix 
The arterial extracellular matrix consists mainly of elastin, collagen, and proteoglycans. In 
large and medium-sized arteries elastin is the main ECM component. Elastin is initially 
secreted by vascular SMCs as a soluble ~70 kDa polypeptide, tropoelastin. Following post-
translational modification, tropoelastin monomers are aligned on a scaffolding of microfibrils 
composed of fibrillin and cross-linked by lysyl oxidase and organized into elastin polymers 
that form a network of insoluble concentric rings of elastic lamellae around the arterial lumen. 
The elastic lamellae are readily visible in light microscopy, and may also be easily recognized 
in fluorescence microscopy based on their autofluorescence. It is becoming increasingly 
evident that elastin and fibrillin do not only provide mechanical support to vessels, but also 
affect vascular homeostasis by regulating cellular functions and cytokine signaling14, 15. 
 Fibronectin, vitronectin, tenascin, and osteonectin are also important components of 
the vascular extracellular matrix. These molecules are involved in the regulation of cell 
adhesion, migration, angiogenesis, endothelial permeability, and survival16-20. 
Collagen superfamily proteins play a major role in providing tensile strength to vessel 
walls. In human arteries, type I and type III seem to be most important21. Collagens of 
different types are involved in cell adhesion, differentiation, migration, and apoptosis, and 
mutations of collagen genes have been linked with numerous diseases, including arterial 
diseases22. In the arterial wall, collagen is mostly produced by SMCs, but endothelial cells, 
macrophages, and adventitial fibroblasts also produce collagen. The family of type IV 
collagen found in basement membranes is heterogeneous in that six different α chains form 
several kinds of molecules. Thus, the composition of type IV collagen in different basement 
membranes may vary markedly. Interestingly, the non-collagenous domains of type IV 
collagen appear to inhibit angiogenesis23. Vessel walls also contain type XVIII collagen, from 
which a 22-kDa C-terminal fragment called endostatin may be proteolytically cleaved. 
Endostatin is an antiangiogenic zinc protein that binds heparin and heparan sulfate and locates 
preferentially to vessel walls and basement membranes24, 25. It seems to limit arterial wall 
angiogenesis and LDL retention26, 27. 
Proteoglycans are a class of glycosylated proteins which have covalently linked 
sulfated glycosaminoglycan side chains (i.e. chondroitin sulfate, dermatan sulfate, heparan 




which directs the biosynthesis of proteoglycan. By now, more than 20 genetically different 
core proteins have been identified, and the recent implementation of molecular biological 
methods has made it possible to study each proteoglycan and their sub-domains separately. It 
is becoming increasingly clear that proteoglycans are highly heterogeneous despite the 
similarities in their biochemical structure. Thus, the classification of proteoglycans based on 
size and side chain structure is mainly descriptive28. 
Cells of healthy intima 
Endothelial cells 
Endothelial cells (ECs) are differentiated simple squamous epithelial cells. Endothelial cells 
in each vessel type have their specific characteristics, which are largely retained in in vitro 
culture of cells29-31. Therefore, it is of utmost importance to use endothelial cells originating 
from the vessel of interest and to keep in mind that flow conditions, the pericellular matrix, 
and adjacent cells play a major role in the regulation of endothelial cell physiology, when 
interpreting the results of in vitro experiments32. ECs are attached to a thin basement 
membrane, which separates them from the intima. ECs regulate the influx of inflammatory 
cells, nutrients, plasma proteins, lipoproteins, and solutes into the intima in response to a 
variety of stimuli6. Endothelial cells also regulate thrombus formation, vascular tone, smooth 
muscle cell proliferation, and inflammatory cell activation by releasing nitric oxide, PGI2, t-
PA, and other mediators33. Taken together, endothelial cells are central to the regulation of 
arterial wall physiology and thus of seminal importance in the pathogenesis of atherosclerosis. 
Smooth muscle cells 
Smooth muscle cells (SMCs) are the main cells of the arterial media and regulate arterial tone 
by constant active constriction. A population of SMCs is commonly also found in the intimal 
musculoelastic layer of atherosclerotic arteries. In healthy intima, SMCs are particularly 
numerous in areas that seem susceptible to the development of atherosclerotic lesions34. As 
SMCs can be divided into subgroups according to their origin and characteristics, it is 
important to use suitable SMC populations in experimental settings35. 
 Quiescent contractile-type SMCs are surrounded by basement membrane produced by 
them. The SMC basement membrane consists of the same components as the EC basement 
membrane, and it separates the SMCs from the surrounding ECM. Loss of basement 
membrane integrity leads to a change of the SMC phenotype into the synthetic type36. 
In atherosclerotic lesions, SMCs are also found in the intima, where they proliferate in 
response to endothelial injury. On the basis of these findings, Russell Ross formulated a 
“response to injury” theory of atherosclerosis37. According to this theory, SMC are thought to 
be at least partly responsible for the growth of atherosclerotic plaque38. The idea of large 
SMC-rich plaques causing stenosis of the coronary artery is still valid, albeit too simplistic. It 
is now understood that SMCs are not only harmful, but increase the tensile strength and 
stability of the plaque and, more importantly, the plaque cap by producing collagen39 and 
participating actively in the healing process of asymptomatic plaque ruptures39. Indeed, it is 
now known that SMC-rich plaques may cause anginal symptoms, but are generally less 
dangerous than SMC-poor plaques, which are more prone to rupture40. Recent evidence 
indicates that the intimal SMCs in undisrupted plaques originate from locally migrating 
smooth muscle cells and not from circulating SMC progenitor cells41. However, circulating 
monocytes participating in the pathogenesis of intimal hyperplasia may differentiate into 




1.3. Introduction to atherosclerosis research 
Historical perspective 
Atherosclerosis has been burdening mankind, at least in cultures with an adequate food 
supply, since ancient times, as evidenced by the presence of atherosclerotic plaques in the 
arteries of Egyptian mummies dating back to 1 500 BC43, 44. The first known illustrations 
resembling atherosclerotic plaques can be seen in some of the drawings of the atlas of human 
anatomy, De Humani Corporis Fabrica Libri Septem (On the fabric of the human body in 
seven books), written by the Flemish anatomist Andreas Vesalius (1514-1564) and published 
in Basel in 1543 45. Johann Friedrich Lobstein (1777-1835) was the first to use the term 
’arteriosclerosis’ to refer to calcium-containing arterial plaques. However, the first actual 
scientific theories on the pathogenesis of atherosclerosis were published by Carl von 
Rokitansky (1804-1878) and Rudolf Virchow (1821-1902) as late as the mid-19th century. 
They based their findings on the microscopic examination of tissue samples obtained in 
autopsies46. 
 The inflammatory theory was introduced by Rudolf Virchow, who called 
atherosclerosis by the name ’endarteritis deformans’, meaning that there was an inflammatory 
process within the intima of atherosclerotic arteries. He also postulated that the fibrous 
thickening evolved as a consequence of reactive fibrosis induced by proliferating connective 
tissue cells within the intima45. 
The thrombogenic theory (encrustation theory) of atherosclerosis was introduced by 
Carl von Rokitansky. He proposed that the deposits observed in the inner layer of the arterial 
wall are primarily composed of fibrin and other blood elements rather than being the result of 
an inflammatory process46. 
The lipid theory of atherosclerosis was introduced by Nikolai Anitschkov (1885-1964) 
in 1913, who demonstrated atherogenesis in experimental animals fed a cholesterol-enriched 
diet47. As early as 1914, the deposition of cholesterol crystals in aortic atheromas was 
described by Ludwig Aschoff (1866-1942)45. 
All the three major theories of atherosclerosis are still valid and supported by a huge 
bulk of data. Currently, a combination of the above three theories of the pathogenesis of 
atherosclerosis is considered most accurate4. Indeed, at present, dyslipidemia is considered the 
major causative factor fueling atherogenesis48, inflammation is thought to act as a central 
modulator of atherogenesis and a trigger of acute thromboembolic events4, 49, and thrombus 
formation plays a crucial role in the pathogenesis of atherosclerosis and especially the 
generation of acute complications50. These three aspects will be discussed in more detail in 
the following chapters (“Lipids in atherosclerosis” page 16 - 17, “Inflammation in 
atherosclerosis” page 17 - 27, and “Thrombosis in atherosclerosis” page 28), and they are also 







Figure 2. Schematic representation of the progression of atherosclerosis depicting the different types of 
atherosclerotic lesions, the main pathogenetic factors, and the symptom status related to each lesion type. 
The importance of endothelial dysfunction from initial to complicated lesions is noteworthy. Accumulation of 
inflammatory cells starts early in the atherogenesis. Small endothelial erosions may already be present in the 
early phases of the disease, but larger erosions only appear in the late phases. Neovessels sprouting from the 
adventitia through the external and internal elastic lamina and media are usually seen only in atheromas and 
more advanced lesions. Modified from Pepine 1998 51. 
Epidemiology of atherosclerosis 
Atherosclerosis is the leading cause of death and disability in Finland and other developed 
countries52. Despite the fact that the number of atherosclerosis-related deaths has been 
steadily declining since the 1970s in Finland (Figure 3), ~17% of all deaths in the working-
aged (aged 14-65) population and >40% of those in the elderly population (over 65) are 
atherosclerosis-related (Statistics Finland, http://www.stat.fi/). Importantly, the incidence of 
atherosclerosis is decreasing in the most high-income countries, but rising in the middle- and 
low-income countries. It has been estimated that the global number of disease-adjusted life 
years lost due to coronary heart disease will rise from the current ~50 million up to ~80 






Figure 3. Age-adjusted mortality in Finland for both genders and all age groups, years 1969-2005. 
Source: Statistics Finland 31.10.2006. 
1.4. Lipids in atherogenesis 
Compelling evidence from numerous publications shows that dyslipidemias (i.e. high LDL-C, 
low HDL-C, and high triglycerides in plasma) are associated with an increased incidence of 
atherosclerosis53, 54. Furthermore, it has been shown that the different lipids and lipoproteins 
in plasma influence atherogenesis in opposite ways. LDL-C and triglycerides are generally 
considered harmful, whereas HDL-C is thought to be beneficial. Plasma lipid levels are 
currently used as one of the variables in combination with other major risk factors when 
estimating the cardiovascular risk of a patient55, 56. 
A huge body of data also show that modification of plasma lipid levels toward the 
antiatherogenic direction (i.e. lowering LDL-C, rising HDL-C, and lowering triglycerides) is 
beneficial and reduces morbidity and mortality regardless of whether these changes are 
achieved with a diet57, medication58, 59, lipoprotein apheresis60, or surgery61-63. 
The antiatherogenic effects of HDL are numerous, as has been elucidated during the 
last few decades64. The endothelial and antithrombotic effects of HDL have been discussed in 
a comprehensive review by Mineo et al. 65. Thus, HDL exerts beneficial effects at all phases 
of atherosclerosis. In line with these observations, an interventional trial where ApoAI was 
infused intravenously into patients who had severe atherosclerosis showed regression of 
atherosclerotic plaques within five weeks66. 
Probably the most conclusive evidence of the proatherogenic role of increased LDL-C 
is the highly increased atherogenesis in patients and animals with inherited familial 
hypercholesterolemia due to genetic defects of LDL receptors67. It has also been shown that 
even a small reduction in the LDL-C level is highly significant if maintained for the entire 




levels due to a loss-of-function mutation in the gene encoding PCSK9, which is a serine 
protease partly regulating the plasma LDL-C levels68. The major impact of even slightly 
reduced LDL-C levels on atherogenesis is understandable in the light of the life-long gradual 
development of the disease69. The gradual slow development of atherosclerotic lesions and the 
presence of inflammation in the plaques may also explain why even marked reductions in 
plasma LDL-C have led to only moderate reductions in cardiovascular mortality in some 
pharmaceutical trials with limited follow-up periods. Indeed, the causal relation between 
plasma lipids and atherosclerosis is well established, and it can be stated that, if there is no 
excess lipid (most importantly LDL-C), there is no atherosclerosis. In this sense, 
atherosclerosis is a “lipid-driven disease”70. However, the disease process is greatly modified 
by inflammation and thrombosis. 
1.5. Inflammation in atherosclerosis 
As already observed over 150 years ago by Rudolf Virchow, there is an extensive 
inflammatory reaction in atherosclerotic plaques. The role of inflammation in atherogenesis is 
supported by the accelerated atherogenesis in patients with autoimmune diseases such as 
rheumatoid arthritis and systemic lupus erythematosus71. Probably the most convincing 
evidence highlighting the importance of inflammation in atherosclerosis has been obtained 
from numerous studies in which the modulation of immunological targets has influenced 
atherogenesis72. Thus, it is clear that inflammation plays a central role in all phases of 
atherosclerosis4. 
Causes of inflammation in the arterial wall 
Numerous factors may induce arterial wall inflammation. Any kind of systemic inflammation 
will lead to some degree of endothelial activation throughout the vasculature73, 74. Similarly, 
many metabolic factors, such as elevated levels of serum lipids, blood glucose, or blood 
pressure, are known to induce inflammatory responses in arterial walls. Additionally, local 
proinflammatory factors in the arterial wall may play a role. 
Modified lipoproteins and lipids may also elicit inflammatory responses in the 
vascular wall75. Antibodies against these modified lipids and the T cells reacting with them 
are found in vivo, as they are recognized as “non-self” structures by inflammatory cells. 
Furthermore, some of these modified lipids resemble bacterial lipids and are recognized by 
the innate immune system76, 77. 
Epidemiological and experimental studies have provided data linking infections with 
accelerated atherogenesis and complications of atherosclerosis. The most convincing evidence 
suggests a proatherogenic role for chronic infections and the total lifetime infectious burden78. 
It also seems clear that acute infections may trigger thromboembolic complications of 
atherosclerosis79. The proatherogenic role of infections is further supported by the observed 
beneficial effect of vaccines76, 80. Thus, despite the result of a recent meta-analysis of 
antibiotic trials, which did not favor antibiotics as a treatment for atherosclerosis, a potential 
role of microbial infections in the pathogenesis of atherosclerosis can not be dismissed. 
Our bodies are burdened by various toxic substances throughout our lives. Some of 
these toxins, such as bacterial endotoxins and nicotine from tobacco, are potent activators of 
inflammatory cells and may hence induce and potentiate vascular wall inflammation81, 82. 
Furthermore, shear stress is known to induce the expression of adhesion molecules on 
the luminal plasma membrane of endothelial cells, which leads to increased adhesion of 





Necrotic and apoptotic cells are also known to initiate inflammatory responses in 
surrounding cells77, 84. Similarly, thrombi and activated platelets are capable of promoting 
inflammation85, 86. 
Taken together, numerous different and often overlapping mechanisms leading to 
inflammatory responses play an active role in all phases of atherosclerosis. Importantly, part 
of the inflammatory processes seem to be beneficial for the host, while part of them are 
harmful, and some can be considered either beneficial or harmful depending on the context. 
Thus, it is evident that regulation of inflammation in the arterial wall is of utmost importance 
in the pathogenesis of atherosclerosis. In studies of arterial wall inflammation, the 
mechanisms of innate and acquired immunity have been shown to act in concert. The key 
features of innate and adaptive immunity are briefly discussed below. 
Innate immunity in atherogenesis 
The mechanisms of innate immunity, which generally work as the fast and blunt first line of 
defense against pathogens, can also be activated in arterial walls87. Innate immunity is 
evolutionary and ancient, but efficient and fast, and it does not require previous contact with 
the pathogen. It is constantly primed to act once a non-self structure, such as a pathogen, is 
encountered. Innate immunity is activated via pattern recognition receptors, including various 
scavenger and Toll-like receptors. These receptors are developed during the evolution to 
recognize pathogen-associated molecular patterns. The pathogen-associated molecular 
patterns are generally highly conserved structures, which are critical for the pathogenicity or 
existence of pathogens. However, some studies have shown that pattern recognition receptors 
can also recognize modified self-structures, such as oxidized LDL. It appears that the central 
components of innate immunity, including complement, phagocytic leukocytes, mast cells, 
NK cells, and proinflammatory cytokines, may in fact act as the initiators and regulators of 
the chronic inflammatory response seen in atherosclerotic arteries. Indeed, the termination of 
innate immune responses is important for the termination of inflammation. 
Acute-phase reactants 
Acute-phase reactants are important regulators of inflammatory responses. These proteins are 
mainly produced by the liver, but production has also been shown in peripheral tissues. The 
expression of these proteins as well as their plasma levels increase rapidly in response to 
inflammation and tissue injury. Many acute-phase reactants, such as C-reactive protein 
(CRP)88 and serum amyloid A89, have been linked with atherogenesis. Despite extensive 
research, however, no unambiguous conclusions concerning their role in atherogenesis have 
been made. Of all acute-phase reactants, only measurement of CRP has been suggested to be 
included in the cardiovascular risk stratification of intermediate-risk patients90. 
Complement 
Complement is mostly known for its capacity to induce lysis of bacteria and cells, and it is 
generally considered a central mechanism of innate immunity. However, it may also be 
considered part of the adaptive immune response, as it may be activated by immune 
complexes via the classical pathway, and it may directly modulate the behavior of cells of the 
adaptive immune system via cell surface complement receptors91, 92. 
Numerous potential activators of complement, such as immune complexes, modified 
lipids, cholesterol crystals, CRP, apoptotic cells, and cell debris, are present in atherosclerotic 
arteries. Additionally, complement activation products, including the terminal membrane-




arteries93. The complement receptors C3aR and C5aR are also intensely expressed in 
atherosclerotic areas compared to healthy areas. In addition, numerous complement regulators 
are present in atherosclerotic lesions and modulate the effects of complement activation in 
them94. Taken together, all the components needed for the activation and regulation of 
complement are present in atherosclerotic lesions. Interestingly, both pro-and antiatherogenic 
functions have been attributed to the complement system95-97. 
 Riina Oksjoki has summarized the current knowledge of the role of complement in 
atherosclerosis in a nice and comprehensive way in her thesis entitled “Immune mechanisms 
in Atherosclerosis: Focus on Complement System” (http://ethesis.helsinki.fi/, ISBN 952-10-
3411-4, PDF). 
Recruitment of inflammatory cells into atherosclerotic lesions 
Recruitment of inflammatory cells into atherosclerotic lesions is an early phenomenon and 
one of seminal importance in the pathogenesis of atherosclerotic disease. Similar to humans 
(Figure 4), accumulation of inflammatory cells on the surfaces of atherosclerotic areas has 
been observed in experimental animals98.  
 
Figure 4. Migration of putative inflammatory cells through the endothelium. Panel A: Tryptase (nickel-
DAB, black) and CD31/CD34 (AEC, red) double staining of a human coronary specimen with hematoxylin 
counterstaining. Tryptase-positive subendothelial mast cells can be seen at the intimal site where putative 
leukocytes seem to be migrating through the endothelium. Panel B: Scanning electron microscopic image of 
adherent leukocytes on human carotid artery plaque. Leukocytes on carotid and coronary lesions are commonly 






The recruitment of leukocytes into plaques is initiated by the release of chemotactic factors 
from the cells of the arterial wall99. Indeed, numerous such factors have been identified72, 100. 
Once the circulating leukocytes have been primed, they start rolling on the vessel wall. Near 
the site of chemokine release, the rolling leukocytes adhere more firmly to vascular 
endothelial cells through a process called “tethering”. The tightly adhered leukocytes begin 
directed luminal migration guided by different guidance cues toward the site of inflammation. 
Eventually, the leukocytes migrate transendothelially through intercellular spaces and intact 
cells and across the basement membrane101. This transendothelial migration is strictly 
regulated by bidirectional signaling via the cell surface adhesion molecules on leukocytes and 
endothelial cells102. Furthermore, the leukocytes penetrate through the endothelial basement 
membrane with a proteolytic machinery, which is likely also to be involved in the penetration 
of endothelial cell intercellular spaces as well as in the migration through the extracellular 
matrixes103. 
Macrophages in atherosclerosis 
Circulating monocytes, which originate from myeloid bone marrow progenitor cells, enter 
tissues and mature into macrophages. Macrophages are long-lived cells, which are called by 
different names in different tissues (e.g. liver macrophages are called Kupffer cells). 
Macrophages are best known as antigen-presenting phagocytes. In healthy arterial walls 
macrophages are scarce, but their number increases vastly once an atherosclerotic lesion starts 
to develop104. Indeed, up to 80% of all leukocytes in atherosclerotic lesions are macrophages. 
Macrophages are known for their ability to phagocytose modified lipoproteins and cellular 
debris in the arterial wall105. As a result of their lipid intake, macrophages turn into lipid-laden 
cells, which are called foam cells on the basis of their microscopic appearance. Early in 
atherogenesis macrophage foam cells form the fatty streak lesions in arterial intima. Later in 
atherogenesis debris derived from necrotic and apoptotic macrophages foam cells are central 
components of the intimal lipid cores. Macrophages are also capable of producing a vast 
variety of mediators and are considered the most important type of inflammatory cells in 
atherogenesis106. 
Neutrophils in atherosclerosis 
Neutrophils are bone marrow-derived myeloid granulocytes which normally circulate in 
blood. Neutrophils have a multilobed nucleus and a cytoplasm filled with granules. There are 
two main types of granules in neutrophils: 1. azurophil granules containing myeloperoxidase, 
defensins, cathepsin G, and other mediators; and 2. secondary specific granules containing 
alkaline phosphatase and lactoferrin. Phagocytosis, killing of microbes, release of cytokines 
and inflammatory mediators are the main functions of neutrophils. Neutrophils can be 
stimulated by chemokines, microbial components, and complement. 
In blood, the majority of leukocytes are neutrophils, and they also make up the major 
population of inflammatory cells interacting with endothelium-covering atherosclerotic 
plaques98. Neutrophils enter tissues only upon chemotactic stimuli. In tissues, the life span of 
neutrophils is short, being only a few days, and the numbers of neutrophils seen in tissues 
may thus underestimate their importance in slowly developing diseases. In healthy arterial 
wall solitary neutrophils are rarely seen, but in atherosclerotic areas neutrophils are more 
commonly observed, and in culprit lesions associated with acute atherothrombotic symptoms 
neutrophil counts are considerably elevated107. Mast cells are known to regulate neutrophil 




actively transported via endothelial cells112 and may cause endothelial erosion113. These 
findings are well in line with the observation that circulating levels of myeloperoxidase seem 
to predict the risk of future cardiovascular events114. 
Dendritic cells in atherosclerosis 
Dendritic cells are potent antigen-presenting inflammatory cells, which have been shown to 
be present in human atherosclerotic vessel walls. Bone marrow-derived progenitors of 
dendritic cells and, in some cases, monocytes develop in tissues into mature dendritic cells in 
response to inflammatory stimulation. Immature dendritic cells are capable of taking up and 
processing antigens. Activation of these cells by pathogens and inflammatory mediators, leads 
to their maturation, migration to lymphoid organs, and recruitment of new dendritic cells to 
the site of inflammation. It has been shown that at least PAR-2 activation by serine proteases 
(e.g. mast cell tryptase and coagulation factor Xa) is important for the normal maturation 
process, as PAR-2-deficient mice do not spontaneously develop dendritic cells115. Dendritic 
cells are known to be concentrated in the atherosclerosis-prone areas, which also contain 
vascular-associated lymphoid tissue116, 117. Whether these areas of vascular-associated 
lymphoid tissue are also enriched in mast cells is not known. On the basis of autopsy 
studies117 and animal studies, it is now thought that low-grade chronic inflammation in areas 
rich in dendritic cells leads to accelerated development of atherosclerosis118. 
Natural killer cells in atherosclerosis 
Natural killer (NK) cells are CD56+ large granular mononuclear lymphocytes originating from 
bone marrow. NK cells are found in circulation and in peripheral tissues, and they are known 
to act in immune defense against viruses and cancer. The main mechanisms of NK cell action 
are cytolytic activity via release of cytoplasmic perforin and granzyme-containing granules 
and production of proinflammatory cytokines. Small numbers of NK cells have been detected 
in arterial walls throughout the development of atherosclerotic lesions117, 119. 
Mast cells in atherosclerosis 
Mast cells were initially suggested to be involved in the pathogenesis of atherosclerosis by 
Paris Constatinides in 1953 120. Soon after this, mast cells were found to be located in the 
immediate vicinity of coronary endothelial surfaces and were suspected to regulate thrombus 
formation by releasing heparin121. Interestingly, adventitial mast cells also turned out to 
increase with an increasing degree of atherosclerosis and to be especially numerous in areas 
of arterial thrombosis122. After the initial enthusiasm, mast cells were largely forgotten in 
atherosclerosis research for decades. Importantly, during this time, significant advances were 
made in understanding the complex physiology of these cells in other diseases, such as 
allergies and asthma. Thus, when mast cells re-emerged as a focus of atherosclerosis research 
in the 1990s, the research community had new tools and a better understanding of mast cell 
physiology. For instance, the possibility for highly sensitive and specific double 
immunostainings (Figure 5) made the identification of tissue mast cells easier and more 






Figure 5. Human carotid mast cells express stem cell factor. A representative immunofluorescence 
photomicrograph of stem cell factor (green) and tryptase (red) double-positive intimal mast cells in a human 
carotid artery endarterectomy sample. The patient had suffered a stroke attributable to this carotid plaque 5 days 
earlier. Note the lack of endothelial cell nuclei, the presence of luminal thrombus, and the numerous extracellular 
tryptase-positive granules as a sign of recent mast cell degranulation. 
 
Mast cells originate from bone marrow-derived c-kit+ and CD34+ progenitor cells, 
which are recruited into tissues via poorly described mechanisms. Stem cell factor125, 126, 
thrombin127, chemokines, such as eotaxin128-130, interleukin-9 131, and anaphylatoxins C3a and 
C5a132 are thought to be important in the recruitment of mast cell progenitors into tissues, and 
at least stem cell factor has been shown to be important in the development of mature mast 
cells133. Once present in tissues, mast cell progenitors differentiate into T (tryptase-
containing) or TC type (tryptase- and chymase-containing) mast cells, depending upon the 
local tissue environment. The functional roles of these two types of mast cells differ, as does 
their mediator content134. The highest numbers of mast cells are generally observed near the 
boundaries between the outside world and the internal milieu of the body, such as the skin, the 
pulmonary mucosa, and the digestive tract, conjunctiva, and nose. Indeed, mast cells appear to 
act as surveillance antennae of the local microenvironment and direct the immune response by 
regulating the innate and adaptive immune mechanisms135. In addition, mast cells are present 
in most tissues in the vicinity of blood vessels. Mast cells are probably best known for their 
capacity to release histamine and to induce flare and wheal reactions seen in the mosquito 
bites or other hypersensitivity reactions136. However, the main functions of mast cells are 
probably to initiate and regulate the inflammatory response, to defend the host against 
bacterial and parasitic pathogens, to regulate vascular functions, to participate in wound 
healing and neovascularization, and to recruit and activate other cells137-140. Mast cells are also 
known to phagocytose141, participate in hypersensitivity reactions, and play a role in the 




Crohn’s disease, and ulcerative colitis143. Recently, mast cells were shown to be important in 
the regulation of allograft rejection due to their interaction with regulatory T cells131. In 
animal models mast cells have been shown to protect animals from various endo- and 
exogenous toxins and carcinogens and to limit tumor growth144-146. 
In human coronary arteries mast cells are located in the adventitia in both healthy and 
atherosclerotic segments. In infarct-related atherosclerotic coronary segments the adventitial 
mast cell count is markedly increased147. The role of these adventitial mast cells has remained 
enigmatic. However, it has been speculated that these cells could be stimulated by nervous 
stimuli and regulate vessel tone and the functions of vasa vasorum9. 
Mast cells in healthy human coronary intima are relatively scarce, but their numbers 
increase as atherosclerosis progresses148. The highest intimal mast cell counts have been 
reported at rupture and/or erosion sites in infarct-related coronary arteries149. Plaque mast 
cells have been shown to be involved in plaque neovascularization150, 151, to induce smooth 
muscle cell152, 153 and endothelial cell apoptosis154, to induce coronary artery spasm147, 155, and 
to promote intimal lipid accumulation and foam cell formation in many ways156-158. The role 
of mast cells in acute coronary syndromes has been recently reviewed in a comprehensive 
manner by Lindstedt and Kovanen159. 
 Importantly, mast cells are known to interact with a variety of cell types, including 
inflammatory cells and endothelial cells131, 140, 160. As the Study III of this thesis concentrates 
on mast cell-induced endothelial erosion, the mast cell – endothelial cell interaction is 
discussed here in more detail. Importantly, mast cells are known to regulate multiple functions 
of endothelial cells. Interestingly, this regulation seems to be bidirectional, as endothelial cells 
may also regulate the functions of mast cells by releasing nitric oxide and stem cell factor126, 
161. Mast cell-derived histamine increases the permeability of endothelium by binding to 
specific histamine receptors (H1) on the endothelial cell surface. This leads to increased 
phosphorylation of adherent junction molecules and loosening of VE-cadherin-mediated 
endothelial-to-endothelial cell adhesion162-164. PAR-2 cleavage by mast cell-derived tryptase 
may also induce loosening of VE-cadherin-mediated cell-to-cell adhesions165. Interestingly, it 
appears that PAR-2 activation may be modulated by mast cell chymase and cathepsin G166, 167. 
Mast cell-derived TNF-α can also activate endothelial cells and induce gene 
expression and function of the endothelial cell adhesion molecules P-selectin, E-selectin, and 
VCAM168. TNF-α is clinically used to increase endothelial permeability in very low 
concentrations169, 170. This effect has been shown to be mediated via TNF-R1 171. 
Interestingly, the effects of TNF-α may be potentiated by IFN-γ and some pharmacological 
compounds172. 
Although human endothelial cells express histamine (H1), TNF-α (TNF-R1 and TNF-
R2), and PAR-2 receptors, their presence on the basolateral plasma membranes of endothelial 
cells has not been demonstrated. Moreover, despite the fact that multiple simultaneous stimuli 
may lead to cellular responses differing markedly from those seen after a single stimulus173, 
the combined effects of all these mast cell-derived mediators have not been studied in detail in 
vitro. However, the available functional data from in vitro and in vivo studies suggests that 
receptors for these mediators are present both on the basolateral and the apical plasma 
membranes of endothelial cells, and that acute degranulation of subendothelial mast cells may 
lead to endothelial detachment. 
Mast cell stabilizers and activators 
In tissues mast cells may remain quiescent for long periods, but a stimulus may cause them to 




start active production of newly generated mediators. Mast cell activation may be inhibited by 
endogenous mediators and pharmacological compounds. Some of the known mast cell 
stabilizers and activators are listed in table 1. 
 
Table 1. Summary of mast cell activators and stabilizers. 
Effector Observed mast cell reaction Reference 
Endogenous activators   
Histamine Tryptase release ↑ 174 
Immunoglobulins Degranulation ↑ 175 
Complement (C5a and C3a) Degranulation ↑ 176, 177 
Histamine-releasing factors Histamine release ↑ 178 
Lipoproteins Degranulation ↑ 179 
T cells (direct contact) Migration and MMP-9 release↑  180, 181 
Cytokines Degranulation ↑ 182 
Substance P Degranulation ↑ 183 
Serum amyloid A Cytokine release ↑,  
Degranulation ↑ 
184 
Endothelin-1 Degranulation ↑ 144 
Eosinophil cationic protein Degranulation ↑ 185 
Eosinophil major basic protein Degranulation ↑ 185 
   
Endogenous stabilizers   
Nitric oxide Degranulation ↓ 161 
Prostaglandin E2 Degranulation ↓ 186 
CD300a ligands Degranulation ↓ 187 
CD200R ligands Degranulation and cytokine release ↓ 188 
Glucocorticoids Chemotaxis, number and mediator content ↓. 
Do not prevent degranulation. 
189 
   
Exogenous activators   
Bacteria / Bacterial products Degranulation ↑ 190 
Parasites Degranulation ↑ 135, 191 
Nicotine Histamine release ↑ 82 
Calcium ionophores (e.g. compound 48/80) Degranulation ↑ 192 
Alkalization of cell  Histamine release ↑ 193 
Chinese cobra (Naja atra) snake venom 
metalloproteinase atrahagin 
Histamine release ↑ 194 
Honey bee and snake venoms Degranulation ↑ 145 
Radiographic contrast media  Histamine release ↑ 195 
   
Exogenous stabilizers   
Sodium cromolyn Degranulation ↓ 196 
Histamine receptor antagonists Cytokine secretion ↓, tryptase release ↓ 174, 197 
Leukotriene receptor antagonists Chemotaxis of progenitors ↓ 198 
Glucocorticoids Chemotaxis, number and mediator content ↓. 
Do not prevent degranulation. 
189 
ß2-receptor agonists Degranulation ↓ 189 
Thiourea derivatives Leukotriene release ↓ 199 
Protein phosphatase inhibitors Degranulation ↓ 200 
Retinoids Mast cell proliferation ↓ 201 
Cannabinoid receptor agonists Degranulation ↓ 202 
Prostaglandin E2 receptors agonists Degranulation ↓ 186 
Phosphodiesterase (PDE5) inhibitors Degranulation ↓ 203 
Mast cell-derived mediators 
Several lines of evidence suggest that mast cells have a major role in innate immunity135, 204. 
They are capable of producing an armamentarium of important cytokines and other 
inflammatory mediators, which have been comprehensively reviewed by Martin K. Church et 
al. in the book Middleton's Allergy Principles and Practice 205. Mast cells express multiple-




classes of pathogens, pathogen-derived molecules, and modified endogenous structures206, 207. 
Interestingly, mice without mast cells seem to be much more susceptible to a variety of 
infections208. Mast cells also play a major role during injury and wound healing, as has been 
nicely demonstrated by the attenuated neovascularization in mast cell-deficient animals209. 
Preformed mediators (granule contents) 
Histamine 
Histamine is a biogenic amine commonly known for its ability to induce local itching and 
swelling at sites of allergic skin reactions. The "flare and wheal" reaction seen after a 
mosquito bite is a good example. Histamine exerts its functions via four different histamine 
receptors, simply named as H1, H2, H3, and H4. The tissue- and cell type-specific differences 
in the expression of histamine receptors are likely to explain the differential and context-
dependent responses to histamine. Currently, receptor subtype-specific pharmacological 
compounds are widely used for research and for the treatment of a variety of diseases and 
symptoms. Histamine dilates blood vessels, increases vasopermeability, and activates the 
endothelium with ensuing translocation of P-selectin to the endothelial cell surface, which 
leads to induced leukocyte rolling in vivo192. Taken together, these changes lead to local 
edema (swelling), warmth, redness, and attraction of other inflammatory cells to the site of 
histamine release. Histamine also irritates nerve endings, which leads to itching or pain 
associated with cutaneous mast cell activation. Histamine further induces the expression of 
tissue factor by smooth muscle and endothelial cells210, which may promote thrombosis in 
atherosclerotic arteries. Atherosclerotic coronary arteries contain more histamine than healthy 
coronary arteries and, paradoxically, react to histamine with strong vasospasm155. 
Proteoglycans 
Mast cells release macromolecular acidic heparin proteoglycans. Heparin is antithrombotic 
and exerts a variety of functions on the neighboring cells. Heparin may also bind lipoproteins 
and may thus play a role in foam cell formation. Heparin is important for the activity of mast 
cell serine proteases, as it stabilizes the active tryptase tetramers and protects chymase and 
cathepsin G from their natural inhibitors211-213. Thus, tryptase, chymase, and cathepsin G 
remain active while bound to heparin in tissues. 
Serine proteases 
Tryptase 
Tryptase is a mast cell-specific serine protease, which is released from mast cells in two 
different forms, constitutively secreted α-tryptase and ß-tryptase released by degranulation214. 
The ß-tryptase is active when bound to heparin in a tetrameric form, but an active monomeric 
form has also been described215. Interestingly, there is no known natural inhibitor of the 
tetrameric form of ß-tryptase216, but the reassembly and activity of monomers can be inhibited 
by a variety of endogenous inhibitors215. Furthermore, there seem to be differences in the 
tryptases of different tissues217. Mast cell tryptase has been recently reviewed in a 
comprehensive manner by Hallgren and Pejler218. 
Chymase 
Chymase is a serine protease secreted exclusively by mast cells. It appears that chymase plays 




physiologic degradation of fibronectin and thrombin in tissues220. Chymase may act as an 
angiotensin-converting enzyme221.  
Cathepsin G 
The serine protease cathepsin G is an elastolytic angiotensin II-forming enzyme, which is 
released by neutrophils and monocytes/macrophages in addition to mast cells82. Cathepsin G 
cleaves effectively many components of the extracellular and pericellular matrix, including 
fibronectin and vitronectin82. 
Carboxypeptidase A 
Mast cell carboxypeptidase A seems to be the least thoroughly studied mast cell protease. Its 
expression in human mast cells has been reported to be limited to TC type cells222. 
Newly formed mediators 
Activated mast cells may mobilize arachidonic acid through cytosolic phospholipase A2, with 
ensuing rapid generation of both prostaglandin D2 and leukotriene C4, the parent molecule of 
cysteinyl leukotrienes. These eicosanoids act via their respective receptors and are known to 
serve diverse functions in broncho- and vasoconstriction, cell trafficking, antigen 
presentation, immune cell activation, matrix deposition, and fibrosis223. Interestingly, 
atherosclerotic arteries are hyperresponsive to the constricting effects of leukotrienes224. In 
addition to eicosanoids, mast cells are capable of producing a variety of interleukins, 
cytokines, and growth factors139, 225. 
Acquired immunity in atherogenesis 
Acquired immunity is crucial whenever the pathogen is not eliminated by the innate immune 
systems. This may be the case if the pathogen is not recognized by the innate immune system 
or is able to escape the attacks of innate immunity. The acquired immune system remembers 
the pathogens it has previously encountered and is also capable of producing a more potent 
and more specific response to a given pathogen than the innate immune system. Thus, the 
acquired immune system provides good protection against reinfection by the pathogens the 
body has encountered before. 
Innate immunity is important for the activation of the acquired immune system, the 
regulation of its responses, and the clearance of antigens targeted by an adaptive immune 
response. Acquired immunity is largely dependent on the efficient production of antigen-
specific high-affinity antibodies and on the mechanisms of cell-mediated immune responses. 
B cells in atherosclerosis 
In adults, B cells are bone marrow-derived CD19+ and CD20+ lymphoid cells. B cells are 
mostly known for their ability to produce antibodies, to mediate humoral immunity, to act as 
antigen-presenting cells, and to participate in lymphoid tissue development. B cells may be 
stimulated by foreign and self-antigens, IL-4, IL-10, and IFN-γ. B cells can be divided into 
subsets of type 1 and 2, memory B cells, and plasma cells. 
 Millions of progenitor B cells are produced daily. These progenitors mature through 
several stages, which all involve different genetic rearrangements in the antibody-producing 
genes226. During the maturation process, autoreactive and failing immature cells mainly 
undergo apoptosis. Once a B cell is mature, it will join the long-lived circulating pool of B 
cells. As a result of genetic changes, all circulating B cells are unique in their ability to bind 




produce soluble antibodies, but do express membrane-bound IgM and IgD. In contrast to T 
cells, which are able to recognize their cognate antigen in a processed form, i.e. as a peptide in 
the context of an MHC molecule, B cells recognize their cognate antigen in its native form. 
When a circulating B cell encounters and recognizes its cognate antigen, it internalizes the 
antigen. Once in the B cell, the internalized antigen is processed and eventually re-expressed 
on the cell surface MHC class II molecule to a T helper cell for recognition. The activated T 
helper cell then provides costimulatory signals to the B cell, which enable it to further 
differentiate into a memory B cell or a plasma cell. The functional CD19-complex on B cells 
appears to be crucial for this augmentation of the immune response and the formation of 
immunological memory227. This maturation process may take place directly or in the germinal 
center. In the germinal center, the variable region of B cell antibody hypermutates, and it may 
change its Ig class. Thus, the cellular machinery generating antibodies is capable of producing 
an enormously diverse variety of antibodies, despite the fact that only a few genes are 
involved. 
 Memory B cells are a special kind of long-lived B cells, which have encountered an 
antigen once and are primed to activate and produce rapidly large amounts of their specific 
high-affinity antibody if the antigen is met again. 
 Plasma cells are efficient secretors of antibodies which bind to their antigens and make 
them easier targets for phagocytes. The process whereby an antigen is made an easier target 
for phagocytes is called opsonization. Antibodies also act in concert with the complement 
cascade, and complement factors and antibodies may together form immune complexes.  
B cells have been observed in atherosclerotic arteries, both in intimal lesions and in 
the adventitial layer228. Plasma cells have also been found in plaques229. Interestingly, data 
derived from splenectomized experimental animals has suggested an antiatherogenic role for 
B cells230. In line with this, immunoglobulin genes seem to be highly expressed in stable 
atherosclerotic lesions compared to unstable lesions, suggesting active local production of 
antibodies in the lesions and an antiatherogenic role for antibodies231. 
T cells in atherosclerosis 
T cells are small mononuclear lymphoid cells, which originate from the thymus and are 
distributed into the circulation, lymphoid organs, and peripheral tissues. Direct killing of 
targeted cells and stimulation of cell-mediated and humoral immunity are the main functions 
of T cells232. T cells can be divided into subsets based on their cell surface antigens, i.e. into 
CD4+ helper and regulatory T cells, and CD8+ cytotoxic T cells. T cells can be found in the 
arterial wall at all stages of atherosclerosis, and they are considered to play an important role 
in the destabilization of atherosclerotic plaques106. The roles of CD4+ helper, CD4+ 
regulatory, and CD8+ cytotoxic T cells are currently under intensive investigation in 
atherosclerosis. 
Eosinophils in atherosclerosis 
Eosinophils are bone marrow-derived granulocytes, which are known to be involved in 
allergic disease and in immune defense against parasites. Eosinophils have not been observed 
in significant numbers in human arterial walls, except around vascular prosthetic grafts and 
stents made of artificial materials233 and in some rare cases of eosinophilic vasculitis234, 235 or 
hypereosinophilia. The lack of eosinophils in atherosclerotic arterial walls may be related to 
the fact that eosinophil recruitment, maturation, and survival seem to require a Th2 type 




1.6. Thrombosis in atherosclerosis 
As discussed in the chapter titled “Historical perspective” on page 14, thrombus formation 
plays an important role in atherosclerosis. The role of thrombosis seems to be biphasic. The 
fatal and disabling complications of atherosclerosis, such as heart attack and stroke, are 
caused by arterial thrombosis precipitating on eroded or ruptured atherosclerotic plaque. The 
role of repeated thrombus formation and the organization of a mural thrombus into the arterial 
wall in the progression of atherosclerosis is also known as the Duguid hypothesis236, 237. 
Indeed, data derived from patients with inheritable hemophilia and oral anticoagulant therapy, 
as well as data from animal experiments support the importance of thrombus formation in the 
development of atherosclerotic plaques even during the clinically quiescent phases of the 
disease238-241. Thus, if unwanted arterial thrombosis could be prevented, atherosclerosis would 
be a much more benign disease. Importantly, in regard to the pathogenesis of atherosclerosis, 
the thrombotic theory should not be considered as a separate entity. This is because there is 
extensive cross-talk between hyperlipidemia, inflammation, and thrombosis242, 243. This view 
is currently also appreciated in the clinical praxis, in which the global vulnerability of a 
patient is ideally evaluated by considering all aspects of the disease and the patient’s other 
characteristics244, 245. 
1.7. Topic of this thesis – Iatrogenic and mast cell-induced 
endothelial erosion 
This thesis focuses on endothelial erosion. Endothelial erosion was studied in the context of 
arterial grafting and vascular inflammation. Special attention was given to the role of intimal 
mast cells and the methodological viewpoints of reliable identification of endothelial erosions. 
Pathogenesis of graft atherosclerosis 
Graft atherosclerosis affects the arterial and venous grafts used for by-pass operations. Graft 
atherosclerosis may be considered a healing process of the arterial wall in response to injury. 
The marked intimal thickening caused by graft atherosclerosis is a clinical problem that 
sometimes necessitates re-revascularization246. The hallmarks of graft restenosis are migration 
and proliferation of SMCs and deposition of extracellular matrix247. It is well established that 
the major determinants of graft atherosclerosis are: the graft used, the surgical trauma to the 
graft, altered hemodynamics, and flow shear248. Especially, graft endothelial damage appears 
to be of utmost importance for intimal SMC proliferation249-251. Numerous studies have 
addressed the issue of graft atherosclerosis, and the current consensus is that the smaller the 
damage to the graft, the better the short- and long-term patency rate of the graft. It is also 
clear that, in general, the long-term patency of an arterial graft is superior to that of venous 
grafts252, and that immunological mechanisms play an important role in the development of 
graft atherosclerosis253. 
In animal experiments, circulating endothelial progenitor cells have been shown to 
attach on vascular prostheses and grafts, and this also seems to apply to humans. However, if 
the formation of the neointima is hindered, endothelialization may also be inhibited. 
Endothelial erosions in atherosclerosis 
Endothelial erosions have been estimated to account for one quarter of all fatal coronary 
thromboses254 and up to 40% of sudden thrombotic coronary deaths34. Most endothelial 




platelets with some fibrin and red blood cells. It is evident that most erosions heal unnoticed, 
and only a few cause any symptoms or acute complications255. The likelihood of an erosion to 
cause symptoms increases if the mechanisms of endothelial regeneration are not fully 
functional, or if the injury is sustained256. Major factors influencing symptom generation by 
erosions are the thrombogenity of blood and the prevailing flow conditions, which together 
largely determine the patient’s vulnerability244. Importantly, the size of the affected artery is 
also crucial, as the aortic wall may be covered by numerous large ruptured and ulcerated 
plaques and practically never occludes, whereas only one such plaque is likely to cause a 
thrombotic occlusion and symptoms in the coronary artery. The mediators released by a 
platelet thrombus may aggravate the symptoms by causing coronary vasoconstriction, 
promoting blood coagulation and inflammation, and releasing growth factors, which lead to 
increased proliferation of underlying smooth muscle cells (SMCs) and to plaque growth254. 
Furthermore, endothelial erosions may cause small infarctions by dispersing microemboli into 
the microvessels supplied by the affected artery257. The microemboli may be hazardous if not 
resolved and may trigger cardiac arrhythmias or cause transient ischemic attacks or small 
infarctions of the affected organ. Increased numbers of endothelial cells (ECs) and EC-
derived apoptotic microparticles have been found in the circulation of patients with acute 
coronary syndromes258, 259. Thus, EC damage has emerged as a major contributor to the 
pathogenesis of atherosclerosis and its complications254. 
Comparison of endothelial erosions and plaque ruptures in atherosclerosis 
Acute thromboembolic complications of atherosclerosis precipitate via two major 
mechanisms, namely plaque rupture and plaque erosion106. On the basis of autopsy studies, 
we know that there are differences between patients dying from endothelial erosion and 
patients dying from plaque rupture. The characteristics of eroded and ruptured culprit plaques 
are also different. These differences are summarized in table 2. 
Etiology of endothelial erosions 
Endothelial cell death and endothelial erosion may occur when endothelial cells are exposed 
to extreme shear stress259, 260, toxic substances (endotoxin, cytotoxic drugs) 261, 
unphysiological pH or temperature262, ischemia (infarction) 263, proteases264, 265, or mechanical 
damage (balloon angioplasty) 266. Inflammatory cells may also cause endothelial erosion by 
directly killing endothelial cells, as in the case of T cell-mediated EC lysis267, by releasing 
free radicals268, or by degrading endothelial cell adhesion molecules, which leads to 
detachment or apoptosis of endothelial cells269. 
Protease-mediated endothelial erosion 
Many cells are capable of secreting proteases, which may, under suitable conditions, cleave 
the ECM and PCM components needed for EC matrix adhesion. The cleavage of these 
anchoring structures may lead either to detachment of living mature endothelial cells or to 
abolition of EC outside-in signaling and ensuing apoptosis. Regardless of the actual 
mechanism, the end point is endothelial erosion. The relative importance of these mechanisms 
of endothelial erosion in the pathogenesis of atherosclerosis is unclear, but supporting 
evidence for both has been published269, 270. 
Endothelial cell apoptosis as a mechanism of endothelial erosion 
Endothelial apoptosis has been suggested to cause large erosions on the basis of animal 




Atherosclerotic arteries have apoptotic endothelial cells present, especially in the downstream 
shoulders of plaques259, i.e. in the area of turbulent flow unfavorable for endothelial cells273. 
 
Table 2. Characteristics of patients and culprit plaques of patients who died of myocardial infarction. 
 Erosion Rupture Reference 
Patient characteristics    
Age, study 1, USA 44±7 (n=22) 53±10 (n=28) 274 
Age, study 2, Italy 70±9 (n=74) 68±11 (n=217) 275 
Smoking Highly increased risk Moderately increased risk 276 
Atherogenic serum lipids Moderately increased risk Highly increased risk 277, 278 
Diabetes Moderately increased risk Moderately increased risk 277, 279 
Hypertension Moderately increased risk Highly increased risk 277, 279 
Male / female (~% of all cases) 50 / 50 80 / 20 274, 275 
    
Plaque cap characteristics    
Amount of SMCs High Low 280 
Amount of collagen High Low 274, 281 
Amount of proteoglycans High Low 274 
Amount of calcification Low High 274, 282 
Amount of lipid Low High 276 
Amount of mast cells High High 149 
Amount of macrophages Moderate High 274, 280 
Amount of lymphocytes Moderate High 274, 280, 283 
    
Other changes of arterial wall    
Medial atrophy and outward remodeling Low prevalence High prevalence 284 
Degree of stenosis Average ~70% Average ~80% 274 
Plaque neovascularization N.S. Increased 285 
Adventitial inflammation N.S. High 147 
Amount of adventitial mast cells N.S. High 147 
Amount of adventitial macrophages N.S. High 147 
Amount of adventitial lymphocytes N.S. High 147, 283 
Amount of vasa vasorum N.S. High 283 
   N.S. = not studied 
Shear stress and endothelial senescence 
Endothelial senescence is thought to take part in the pathogenesis of atherosclerosis. It has 
been shown in many studies that telomeres are shorter in the ECs in plaque areas and at the 
predilection sites of atherosclerosis than in other parts of the arterial tree, and that 
proatherosclerotic factors induce telomere shortening, indicating constant renewal of 
endothelial cells286, 287. It has also been shown that the flow conditions influence profoundly 
the function of the endothelium and regulate endothelial repair273, 288, 289. Interestingly, 
proatherosclerotic factors seem to induce shortening of the telomeres of circulating 
endothelial progenitor cells, too290. The senescent areas of endothelium may also be stained 
with a senescent cell marker, β-gactosidase291. Flow shear may promote re-
endothelialization292, 293. 
Healing of endothelial erosions 
Endothelial cells are capable of restoring their functional integrity rapidly after transient non-
denuding injury294, but not after more severe injury, such as balloon-induced denudation266. 
In healthy arteries, denuded areas of endothelium regenerate rapidly within a few 
hours – a few days by well coordinated migration and proliferation. Re-growth rates up to 0.4 
mm/day have been reported in rodents295. Moreover, the maximal duration and extent of re-
growth seems to be dependent on the species295. Unfortunately, no reliable human data is 




whereas the antiatherogenic lipoprotein HDL stimulates endothelial cell proliferation and 
migration and may thus promote re-endothelialization297. 
Until the finding of endothelial progenitor cells, the repair of damaged endothelium 
was thought to be mediated by the adjacent EC only. A growing body of evidence suggests 
that circulating, bone marrow-derived endothelial progenitor cells (EPC) play an important 
role in EC regeneration. Albeit several bone marrow-derived progenitor cells populations 
have been shown to participate actively in the re-endothelialization of spontaneous erosions 
on atherosclerotic plaques, there are marked differences in the capacity of different progenitor 
populations to act as healers of damaged endothelium298. It seems that the relatively 
undifferentiated CD34-/CD133+/VEGFR-2+ endothelial progenitor cells are especially potent 
vasoregenerative cells299. In patients with atherosclerotic arteries, the numbers of circulating 
endothelial cells are markedly decreased300, and the same applies to healthy persons at high 
risk of cardiovascular disease290. In patients with low numbers of endothelial progenitor cells 
the mechanisms involved in re-endothelialization seem to be malfunctional301. It is also 
known that reduced numbers of circulating endothelial progenitor cells predict future 
cardiovascular events302. Interestingly, at least statin treatment and physical exercise increase 
the number of endothelial progenitor cells in circulation303, 304. 
There are marked functional and structural differences between regenerated and native 
endothelium. Regenerated endothelium exhibits impaired endothelium-dependent relaxation, 
sings of apoptosis, increased uptake of modified LDL, and giant endothelial cells typical of 
the senescence of endothelial cells305. Numerous animal studies have shown that arterial 
smooth muscle cells under areas of transient endothelial denudation continue increased 
proliferation even after the completion of endothelial repair250. It is also known that arteries 
with damaged endothelium are prone to develop atherosclerotic lesions later in life295. The 
degree of endothelial and intimomedial damage seems to largely determine the vascular 
reaction266, 306, 307. Indeed, too extensive vessel wall damage, i.e. disruption of the internal 
elastic lamina or the lipid core, may compromise the results of balloon angioplasty and 
coronary stenting by promoting local inflammation and restenosis308. Currently, restenosis can 
be effectively prevented by using stents coated with antiproliferative agents309. However, the 
use of coated stents has led to an increasing risk of late in-stent thrombosis, as the 
antiproliferative agents efficiently prevent the formation of neointima and re-
endothelialization of the stented arterial segment310. 
 
 
Aims of the study 
 
32 
2. AIMS OF THE STUDY 
Our group has been studying the role of mast cells in the pathogenesis of atherosclerosis for 
many years153, 159, 311. Our studies have shown that mast cell infiltrates are often associated 
with endothelial erosions in the culprit lesions that have caused myocardial infarctions149. 
Furthermore, endothelial erosions are known to promote the proliferation of intimal smooth 
muscle cells250, and may thus increase the degree of stenosis caused by atherosclerotic plaque, 
as well as the risk of graft stenosis after coronary artery bypass grafting. In bypass grafting the 
main factors affecting the graft endothelium are the surgical technique and the antispastic 
drugs used312. 
At the time when we started this study, the mechanisms of endothelial erosion in 
atherosclerosis were partly unclear. Furthermore, no morphological data was available on the 
effect of antispastic drugs on graft endothelium. These two gaps in knowledge motivated us to 
study the role of papaverine and mast cells in endothelial erosion. The specific aims of this 
study were: 
 
1. To study the effects of papaverine on arterial graft endothelium at the morphological 
level. 
2. To study the role of mast cells in the pathogenesis of carotid stenosis. 
3. To study the association of mast cells and endothelial erosions in human coronary 
arteries. 
4. To study the presence of endothelial erosions in atherosclerotic plaques and the 
potential mechanisms of endothelial erosion in atherosclerosis. 
5. To evaluate and develop methods for studying endothelial erosion. 
 
 
Material and Methods 
 
33 
3. MATERIALS AND METHODS 
The methods used in this research project are summarized in Table 3. The methods are 
described in detail in the original publications. The methods of previously unpublished data 
are provided in the figure legends showing the data. The antibodies used are listed in Table 4. 
 
Table 3. Methods used in the sub-studies of this thesis 
Method Used in studies Reference / Supplier 
Sample collection and processing 
for immunohistochemistry 
I, II, III, IV, V  
Sample collection and processing 
for scanning electron microscopy 
I, III, IV  
Immunohistochemistry I, II, III, IV, V  
Scanning electron microscopy I, III, IV  
Intraluminal treatment of radial 
arteries with papaverine 
I  
Intraluminal treatment of coronary 
arteries with proteases 
III  
Western blotting III, V  
Determination of endotoxins III BioWhittaker 
Determination of serum lipids II Boehringer-Ingelheim 
Computer-aided planimetry II Kontron Elektronik 
TUNEL assay (ApopTag kit) IV Chemicon, Temecula, CA 
Trypan blue cell viability assay I  
Protein quantization (Lowry) III, V 313 
Culture of HCAEC I, III PromoCell, Heidelberg, Germany 
Platelet preparation and adhesion V 314 
mRNA microarray IV Affymetrics 
 
 
Table 4. List of primary antibodies and non-immune IgGs used in the sub-studies of this research project. 
Antibody Clone / 
cat. no 






Cathepsin G A0588 Rabbit Polyclonal 0.22 µg/mL  Dako, Glostrup, Denmark 
CD31 JC/70A Mouse IgG1 0.03-3.3 µg/mL Dako 
CD34 QBEnd/10 Mouse IgG1 1 µg/mL Novocastra, Newcastle upon 
Tyne, UK 
CD42b MM2/174 Mouse IgG1 2 µg/mL Novocastra 
CD45RO UCHL-1 Mouse IgG2a 4.20 µg/mL Dako 
CD146 N1238 Mouse IgG1 0.01-0.1 µg/mL Novocastra 
Cleaved caspase-3 9661 Rabbit Polyclonal 1:100 Cell Signalling Technology, 
Danvers, MA 
Fibronectin N-20 Goat Polyclonal 0.5 µg/mL Santa Cruz Biotechnology, Santa 
Cruz, CA 
Fibronectin A0245 Rabbit Polyclonal 7 µg/mL Dako 
Macrophage HAM56 Mouse IgG1 0.71 µg/mL Dako 
Tryptase AA1 Mouse IgG1 2.2 µg/mL Dako 
Tryptase G3 Mouse IgG1 0.12 µg/mL Chemicon, Temecula, CA 
Tryptase Eppu Rabbit Polyclonal 0.6 µg/mL 315 
VE-cadherin BV6 Mouse IgG2a 0.1-1.0 µg/mL Chemicon 
Mouse IgG1 
negative control 
MCA928 Mouse IgG1 Same as primary 
antibody 
Serotec, Oxford, UK 
Rabbit IgG PRABP01 Rabbit 
 




Material and Methods 
 
34 
3.1. Human samples 
The human samples were obtained from Helsinki University Central Hospital. For Study I, 
pieces of radial artery were collected during elective coronary bypass operations. All patients 
were operated in a standardized manner by the same surgeon. Patients with a history of 
autoimmune disease, radiation therapy, insulin-dependent diabetes mellitus, or cytostatic 
treatment were excluded, since all these may cause significant endothelial damage and would 
have hampered reliable evaluation of the papaverine effects. 
The studies II and IV are based on carotid plaques collected for the Helsinki Carotid 
Endarterectomy Study (HeCES). In HeCES, human carotid plaques were collected from 
carefully characterized consecutive patients undergoing carotid endarterectomy. The patients 
were referred for endarterectomy according to the North American Symptomatic Carotid 
Endarterectomy Trial (NASCET) criteria. They were thoroughly investigated, and those with 
other potential causes of cerebral embolism were excluded. In addition to plaques, anamnestic 
data, laboratory measurements, and imaging results were available for analysis. The 
characteristics of these patients are described in detail in Study II. 
For studies III and V, human coronary arteries were collected from recipient hearts 
during cardiac transplantation operations. 
The study protocols were approved by an institutional ethics committee, and all 
patients gave informed consent. The study conforms with the principles of the Helsinki 
Declaration. 
The tissue samples used for histology were snap-frozen in liquid nitrogen or fixed with 
either Carnoy’s fluid or 10% phosphate-buffered neutral formalin. The tissues used for 
scanning electron microscopy were fixed with 1% glutaraldehyde in Tyrode’s solution 
perfused with a pressure of 120 mmHg for 60 minutes, after which these specimens were 
further immersion-fixed with 2.5% glutaraldehyde. 
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4. RESULTS AND DISCUSSION 
4.1. Papaverine-induced endothelial damage (I) 
Use of papaverine as a vasodilator in coronary artery bypass grafting 
Papaverine is widely used as a vasodilating agent in vascular surgery. Vasodilation is needed 
for providing suitable conditions for making a surgical anastomosis of arteries316. If the 
anastomosis fails, it may cause bleeding, and if it is too tight, it may cause thrombosis or 
accelerated occlusion at the sutured site after the operation. Papaverine is commonly 
administered into the vessel graft. It may also be administered topically or by injection into 
the pedicle containing the graft vessel317. The results presented in Study I show, at the 
morphological level, that papaverine causes endothelial cell damage when used intraluminally 
to dilate arterial grafts. Our results suggest that the damage is caused by the low pH of the 
papaverine solution and by the needle-like papaverine crystals formed in the pH range of 5.3 
– 6.0. To further elucidate the mechanisms of papaverine induced endothelial erosions we 
studied the effects of papaverine on human mast cells which are often associated with 
endothelial erosions. The unpublished results of these studies show that papaverine induce 
dose-dependent release of histamine from cultured human mast cells (Figure 6). 
Morphological evidence suggests that papaverine induce mast cell degranulation (Figure 7) 
and thus also release of mast cell proteases into the extracellular space. This papaverine-
induced mast cell degranulation is an additional mechanism by which papaverine may cause 
endothelial erosion, as delineated in Study III. 
 
 
Figure 6. Histamine release (%) from cultured human peripheral blood mast cells in response to 
increasing concentrations of papaverine. Cells were incubated for 15 minutes with papaverine, and histamine 
was measured from the media and the cells as previously described, using a fluorometric method318. The 
difference between PBS and 4 mg/ml papaverine was statistically significant (p=0.008, t-test). The means of 
three experiments with standard deviations are shown. Sodium cromoglycate did not markedly inhibit 
papaverine-induced histamine release. PBS was used as a negative control, and IgE/anti-IgE stimulation as a 
positive control for histamine release. Mast cells for these experiments were kindly provided by Julia Trosien. 
 
 




Figure 7. Papaverine-induced mast cell degranulation. Moore & James stained cultured human peripheral 
blood mast cells. Original magnification for all figures x1000. A. Papaverine 4mg/ml induced mast cell 
degranulation. B. Control cells were challenged with PBS instead of papaverine. Degranulation was also 
observed in samples challenged with lower papaverine concentrations (concentrations ranging from 0.4mg/ml up 
to 4mg/ml were used). The mast cells for this experiment were kindly provided by Julia Trosien. 
 
Papaverine-induced mast cell histamine release was studied with cultured mature human 
peripheral blood mast cells. Mast cells were cultured as described in (Lappalainen J. et al. 
2007, submitted manuscript). 
Endothelial erosion can be studied ex vivo with two main techniques, namely light 
microscopy of immunohistochemically stained sections and scanning electron microscopy319. 
In the present study, these two main techniques were applied. In the electron microscopic part 
of the study, we observed the disruption of endothelial cell plasma membranes, the 
detachment of endothelial cells, and the opening of endothelial cell-cell junctions. The 
papaverine-induced endothelial cell damage was also observed in vitro in an experiment 
where cultured human coronary artery endothelial cells (HCAECs) were exposed to 
papaverine solution and studied afterwards for viability with trypan blue staining. In this 
experiment papaverine induced the death of a large proportion of HCAECs. 
Clinical relevance 
The results of the study are in line with the previous reports on the harmful effects of 
papaverine on vascular graft endothelial cell function320. It is evident that such endothelial 
erosion will eventually heal. Thus, it is difficult to assess the impact of the observed 
endothelial damage on the patency of the graft. As it is impossible to determine the short- and 
long-term patency of arterial or venous grafts on the basis of functional or morphological 
studies, long-term randomized comparative studies are necessary for identifying the most 
suitable methods for the prevention of graft vasospasm in bypass surgery. 
Future research on vasodilators 
Future studies should address the following questions:  
1. Does graft endothelial damage increase the risk of postoperative thrombotic or 
ischemic events? 
2. Does graft endothelial damage or the use of certain vasodilating compounds increase 
the risk of graft atherosclerosis in long-term follow-up? 
3. Is it possible to reduce the incidence of graft endothelial damage by using vasodilators 
that are less toxic to endothelial cells? 
In order to obtain satisfactory answers to these questions, short- and long-term follow-up 
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studies are required. 
4.2. Mast cell counts are increased in symptom-causing carotid 
plaques (II) 
At the time when this study was initiated, large numbers of mast cells were known to be 
present in ruptured and eroded human coronary artery culprit lesions149. It was also known 
that endothelial erosions and plaque ulcerations in carotid plaques increase the risk of cerebral 
thromboembolic complications. Furthermore, elevated intimal mast cell densities in the 
coronary arteries and the aorta had been previously linked with cerebrovascular thrombi321, 
obesity122, and milky plasma i.e. very high plasma lipid levels322. However, no data was 
available on the presence of mast cells in human carotid arteries or their association with 
serum lipids. 
Mast cell counts are increased in symptom-causing carotid plaques and 
associate with atherogenic lipid profiles 
In this study, we showed that carotid plaque mast cell counts are increased in symptom-
causing carotid plaques (p=0.023) and in carotid plaques of patients with an atherogenic lipid 
profile (p=0.003). Furthermore, mast cell counts increase in parallel with the degree of carotid 
stenosis (p=0.012), which resembles the findings in coronary arteries (Study III). Indeed, mast 
cell density correlated positively with serum total cholesterol (p=0.012), serum LDL-C 
(p=0.013), and serum triglycerides (p=0.005) and negatively with serum HDL-C (p=0.001). 
We also noted that mast cell counts correlated with the density of plaque T cells (rs:0.40, 
p<0.001). Interestingly, in contrast to carotid and coronary plaques, intimal mast cell counts 
decreased in atherosclerotic plaques of aorta when compared to healthy aorta123. 
These findings suggest that mast cells participate in the pathogenesis of carotid 
atherosclerosis. This is apparently the first study to suggest a statistical connection between an 
atherogenic serum lipid profile and the number of intimal mast cells. 
Despite the fact that this study does not provide any mechanistic insight into to the 
possible role of carotid plaque mast cells, many potential roles can be envisioned on the basis 
of the previous studies on mast cells. In carotid plaques, mast cells may regulate the actions of 
other cell types, including T cells131, 180, 181, neutrophils323, and endothelial cells324. 
Furthermore, some of the stainings showed infiltrates of activated mast cells under 
thrombosed endothelial erosions in the carotid plaques obtained soon after the onset of 
ischemic cerebrovascular symptoms (Figure 5 on page 22), suggesting potential involvement 
of mast cells in the formation of endothelial erosion. However, as the majority of carotid 
plaques were obtained a long time after the onset of symptoms (the median time from 
symptoms to operation was 49.5 days), we were unable to analyze this association of 
degranulated mast cells with thrombosed carotid plaque erosions statistically. 
It has been speculated that the mast cells are recruited to the sites of arterial 
thrombosis secondary to thrombosis. This is possible, and even likely in cases of chronic 
wounding and healing as the substances released by thrombi are known to be chemotactic for 
mast cells127. However, the finding that mast cell counts in traumatically lesioned thrombosed 
arteries are not increased in comparison to healthy areas of the same artery322 suggests that the 
factors released by a thrombus are unlikely to be the reason for mast cell accumulation in 
acute atherothrombotic situations. 
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4.3. Subendothelial mast cells may cause endothelial denudation 
(III) 
To study the association between subendothelial mast cells and endothelial erosions in healthy 
and atherosclerotic human coronary arteries we collected and analyzed coronary artery 
samples obtained from cardiac transplantations. The results of this study suggest that human 
mast cells may cause endothelial denudation by releasing proteases capable of degrading the 
components necessary for the EC matrix and EC-EC adhesion, that subendothelial mast cells 
are an important source of cathepsin G in human coronary arteries, and that mast cells are 
more numerous than neutrophils in the coronary artery intima. 
Subendothelial mast cells associate with luminal microthrombi 
We show that subendothelial mast cells associate with the luminal microthrombi covering 
sites of endothelial erosion even in relatively healthy coronary arteries, and that the proportion 
of thrombus-associated mast cells increases as atherosclerosis progresses (p<0.001). Our 
immunostainings showed that degranulated mast cells seem to associate with endothelial 
erosions not only in coronary arteries (Figure 8) but also in carotid arteries, as shown in figure 
5 on page 22. 
 
 
Figure 8. Subendothelial mast cells are associated with endothelial erosions and apoptotic endothelial cells 
in human coronary arteries. In A a cleaved caspase-3-positive apoptotic putative endothelial cell (mouse anti-
cleaved-caspase 3 detected with Alexa 596) lies over a subendothelial mast cell (rabbit anti-tryptase detected 
with FITC). In B two platelet microthrombi (mouse anti-CD42b + FITC) lie over a subendothelial mast cell 
(rabbit anti-tryptase + Alexa 596). In C numerous tryptase-positive granules (rabbit anti-tryptase + FITC) are 
seen spread in the subendothelial intima. Note the lack of endothelial cell nuclei in C. A – C stained using the 
antibodies given in parentheses and counterstained with DAPI. 
Ex vivo model of mast cell protease-induced endothelial damage 
To study the mechanisms potentially involved in mast cell-induced endothelial erosion, we 
designed an ex vivo model in which mast cell proteases were administered intraluminally into 
fresh human coronary arteries. We were able to show that mast cell proteases may induce 
endothelial erosion in an ex vivo setting. In our experiments, mast cell proteases induced 
detachment of endothelial cells from the basement membrane and from each other. It is 
possible that mast cell proteases induce detachment of living endothelial cells, as is the case 
with type IV bacterial collagenase, which is used for detaching endothelial cells for cell 
cultures265. Another potential explanation for the loss of endothelial cells is apoptosis. Indeed, 
recent data from our laboratory also show a role for mast cell proteases in mast cell-induced 
endothelial apoptosis (Heikkilä H. et al. unpublished results 2007). Moreover, in vivo mast 
cell-derived TNF-α may potentiate the proapoptotic effects of mast cell proteases154. 
Our experimental setting was far from ideal, albeit we consider it more physiological 
than in vitro models. The ideal way to show mast cell-induced endothelial damage in coronary 
arteries would be an experiment in which subendothelial mast cells would be stimulated and 
Results and discussion 
 
39 
the endothelium studied afterwards. However, this approach is difficult, as endothelial cells 
are damaged by mast cell-stimulating agents such as compound 48/80 directly325. It seems 
that the only way to stimulate subendothelial mast cells without damaging endothelial cells is 
via IgE-mediated hypersensitivity, which could be used only in animals but not in human 
studies. Unfortunately, we have not yet found a suitable animal model for studying this 
phenomenon, as at least mice, rats, and swine do not seem to have subendothelial mast cells 
in their coronary arteries. The notion that mast cell activation-related endothelial damage may 
indeed occur in vivo and may involve mast cell protease-mediated degradation of endothelial 
cell adhesion molecules is supported by the observed inhibition of radiologic contrast 
medium-induced endothelial damage by mast cell protease inhibitor326. 
Degradation of essential endothelial cell adhesion molecules by mast cell 
proteases 
To study the mechanisms of mast cell induced endothelial erosion in more detail we 
conducted additional experiments. The results revealed that the mast cell proteases tryptase, 
chymase, and cathepsin G are all capable of degrading VE cadherin, which is a central 
molecule in the EC-EC adhesion. Mast cell proteases are all capable of degrading several 
basement membrane and extracellular matrix components as well as activating pro-MMPs, 
releasing matrix bound cytokines, and cleaving several plasma proteins (Table 5.). 
Furthermore, heparin protects cathepsin G213, chymase212, and tryptase215 against inhibition. 
Thus, enzyme activity is prolonged in the presence of heparin and basement membrane 
proteoglycans, but remains strictly regulated at all times327. 
 
 
Table 5. The presently known and potential substrates of mast cell proteases which may be relevant in the 
pathogenesis of atherosclerosis. 
Substrate Tryptase Chymase Cathepsin G Degradation product Reference 
Elastin N.S.     
  N.S.    
   + Fragments 328 
Fibulin 1 N.S.     
  -   329 
   N.S.   
Fibulin 2 N.S.     
  +   329 
   N.S.   
Fibronectin +/+   Fragments 330 
  +/+  Fragments 331, 332 
   +/+ Fragments 331, 333 
Laminin N.S.     
  N.S.    
  
 
 +/+  334-336 
Nidogen N.S.     
  +/ N.S.   337 
   N.S.   
Tenascin N.S.     
  N.S.    
   +/+  338, 339  
Thrombospondin N.S.     
  N.S.    
   +/+ Fragments 333 
Type IV collagen +/+    340 
  +/+   332, 340 
   +/+  340 
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Table 5. continues from previous page    
Substrate Tryptase Chymase Cathepsin G Degradation product Reference 
Vitronectin N.S.     
  +/+   341 
   +/+ Fragments 331, 333 
VWF N.S.     
  N.S.    
   +/+  331, 333 
VE-cadherin +/ N.S.    Study III 
  +/ N.S.   Study III 
   +/+ Fragments Study III and 103 
Occludin N.S.     
  N.S. /+  Fragments 342 
   N.S.   
CD31 -/ N.S.    Study III 
  -/ N.S.   Study III 
   -/ N.S.  Study III 
CD146 -/ N.S.    Study III 
  -/ N.S.   Study III 
   -/ N.S.  Study III 
Complement 3 N.S.     
  N.S.    
   + C3a + C3b 343 
ICAM-1 N.S.     
  N.S.    
   + Fragments 344 
Pro-MMP-1 -    345 
  +  MMP-1 345, 346 
   + MMP-1 347 
Pro-MMP-3 +   MMP-3 345, 348 
  +  MMP-3 345 
   + MMP-3 349 
Angiotensinogen 
or Angiotensin I 
N.S.     
  +  Angiotensin II 221 
   + Angiotensin II 82 
Endothelin-1 N.S.     
  +  Fragments 350 
   N.S.   
Factor VII N.S.     
  N.S.    
   +  351 
Factor IX N.S.     
  N.S.    
   +  351 
Factor X N.S.     
  N.S.    
   +  352 
Soluble substrate / in vivo or in vitro insoluble substrate. Symbols: + = cleaved by the enzyme, - = not cleaved by 
the enzyme, N.S. = cleavage by the enzyme not studied. 
Potential role of mast cells in the induction of endothelial erosions causing 
acute thrombotic events 
Taken together, our results and previously published studies suggest a role for mast cells in 
the induction of endothelial erosions. However, it is possible that mast cells induce 
endothelial cell apoptosis and/or detachment only under special conditions, i.e. when 
endothelial cells are weakened by additional factors, such as unfavorable flow conditions or 
toxic substances. The mechanisms by which mast cells may induce detachment or apoptosis 
of endothelial cells are summarized in figure 9. 
 





Figure 9. The proposed mechanisms of mast cell-mediated endothelial cell injury. Mast cells may weaken 
the adhesion of endothelial cells to the intima by releasing proteases capable of degrading basement membrane 
components. Furthermore, mast cell mediators induce loosening of endothelial cell-cell junctions. Taken 
together, these changes may lead to apoptosis or detachment of endothelial cells.  
 
Importance of endothelial damage in atherosclerosis 
Several independent reports have confirmed the presence of endothelial erosions in human 
arteries, especially in connection with human atherosclerotic plaques273, 353. These results are 
supported by reports showing circulating endothelial cells and endothelial cell-derived 
microparticles in patients with atherosclerosis258, 354. Endothelial erosions do not only 
predispose to acute thromboembolic events, but repeated healing of erosions by proliferation 
and migration gradually leads to endothelial cell senescence and loss of normal endothelial 
functions. Furthermore, erosions also lead to increased proliferation of underlying SMCs. 
Indeed, the duration of endothelial erosion has been reported to correlate directly with the 
extent of intimal SMC proliferation250. 
The importance of transient, minor endothelial damage in the pathogenesis of 
atherosclerosis is likely to be limited, as such damage is rapidly repaired294. However, if the 
damage is long-lasting or repeated, it is more likely to lead to atherosclerotic changes of the 
arterial wall355. It appears that several proatherogenic factors, including hyperlipidemia, 
hypertension, tobacco smoking, and recurrent infections, are all capable of causing minor 
endothelial damage. Albeit none of these factors cause acute denudation, they may induce 
endothelial dysfunction rendering endothelial cells more vulnerable to other noxious stimuli. 
Proatherogenic factors may also hinder endothelial regeneration by reducing the numbers of 
circulating endothelial progenitor cells290. 
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The factors leading to impaired regeneration of endothelium are inadequately known. 
It is known that an increased rate of endothelial erosions and ensuing endothelial cell 
proliferation eventually lead to endothelial cell senescence, and senescent endothelial cells are 
commonly seen in areas prone to atherosclerosis291. It is also known that proatherogenic 
factors decrease telomerase activity and may thus promote endothelial cell senescence287. 
Senescent endothelial cells exhibit a reduced capacity to produce nitric oxide and a reduced 
capacity to proliferate305. 
4.4. Symptom status of carotid plaques is not determined by 
endothelial cell apoptosis (IV) 
In previous studies endothelial cell apoptosis has been associated with endothelial erosion, 
thrombus formation and atherosclerotic plaque destabilization356, and increased endothelial 
cell replication has been speculated to be the reason for endothelial cell senescence at the 
predilection sites of atherosclerosis291. Together, these previous observations motivated us to 
study the relationship between endothelial cell apoptosis and proliferation, endothelial 
erosions and thrombotic cerebrovascular events in human carotid plaques collected from 
asymptomatic and symptomatic patients. In a previous study using the same plaque material, 
large endothelial erosions on the plaques of symptomatic patients were observed in 
immunohistochemical analysis357. Furthermore, the results of a RNA microarray analysis of a 
subcohort of the same plaques suggested that apoptosis might be involved in the formation of 
these erosions. In this study, we verified the immunohistochemical observation of endothelial 
erosions on carotid plaques by scanning electron microscopy. We also noted numerous small 
thrombi at the sites of endothelial erosions (Figure 10). The balance between the apoptosis 
and proliferation of endothelial cells was investigated in plaques using immunohistochemical 
stainings and TUNEL assay. 
Apoptosis and proliferation of endothelial cells 
More endothelial cells positive for active caspase-3 were detected in plaques of asymptomatic 
patients (4.6% ± 0.7% of total EC count) than in plaques of symptomatic patients (3.3% ± 
0.7%, p=0.049). However, proliferating ECs were also more common in asymptomatic 
patients, as shown by Ki-67 staining, and the number of Ki-67-positive cells correlated with 
the number of cells positive for active caspase-3 (rs=0.275, p=0.040) suggesting active 
renewal of endothelium in asymptomatic patients. The notion of active caspase-3 positive 
staining represents apoptotic cells, was supported by TUNEL assay, although TUNEL stained 
~40% more cells than active caspase-3. This is probably due to the fact that in addition to 
apoptotic cells, TUNEL may also stain necrotic cells and cells actively repairing DNA358. 
Interstingly, the number of apoptotic endothelial cells appeared to be higher in patients with 
high blood total cholesterol or LDL-C levels and lower in patients with high HDL-C levels 
(rs=0.310, p=0.009). Diabetic patients also had more endothelial cells positive for active 
caspase-3 (rs=0.230, p=0.049). 
 





Figure 10. A representative scanning electron micrograph showing two small thrombi (asterisks) at sites 
of endothelial erosion on a human carotid artery plaque. 
Low turnover and large erosions are associated with symptomatic plaques, 
whereas high turnover is associated with asymptomatic plaques 
The results of this study confirm the previous reports of large denuded areas in complicated 
human carotid plaques273, 359 and are in line with the current idea of the harmful impact of 
increased endothelial cell death and desquamation on plaque endothelium. However, the 
results also suggest that renewal of endothelium by cell proliferation may balance the harmful 
effects of endothelial cell apoptosis in asymptomatic patients, whereas in symptomatic 
patients the imbalance between apoptosis and proliferation leads to large endothelial 
denudations and ensuing thromboembolic complications. The present results do not fully 
explain the mechanisms leading to endothelial erosion, regardless of whether it consists of 
apoptosis, detachment of living endothelial cells, or decreased procreation of endothelial cells. 
However, the results underline the importance of the extent of endothelial erosions as the 
major determinant of symptom status. 
Our results suggest that the risk factors of atherosclerosis, such as atherogenic plasma 
lipids (i.e. high LDL-C and low HDL-C) and diabetes, may increase the risk of imbalance 
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4.5. Identification of endothelial erosions by staining 
simultaneously endothelial cells with CD31/34 and platelets with 
CD42b (V) 
The rationale for this study was the observation of thin, endothelium-resembling platelet 
thrombi covering sites of endothelial erosion in the course of Study III. On the basis of an 
extensive literature search we were unable to find an antigen that would be specific for 
endothelial cells and suitable for reliable identification of small endothelial erosions of 
atherosclerotic plaques. The evaluated antigens were unsuitable, because they are expressed 
by cells or structures potentially covering sites of erosion or by cells directly underlying 
erosions, or they are not expressed by all endothelial cells. In this study we show that thin 
platelet layers may be hard to distinguish from endothelial cells in immunostainings when 
common endothelial cell markers are used. For most purposes this is not a problem, but when 
the goal is to detect minute endothelial erosions, it is a potential pitfall. Thus, a method for 
reliable simultaneous detection of endothelial cells and platelets is necessary. 
On the basis of the literature search, we chose CD31/CD34 staining for indentifying 
endothelial cells as it identifies reliably all endothelial cells361. However, as shown by 
immunostainings of adjacent human coronary sections, CD31/CD34 staining also recognizes 
platelets which were identified with CD42b staining. With Western blotting, we were able to 
show that CD31 is expressed by both endothelial cells and platelets, whereas CD42b is not 
present in endothelial cells. The CD34 antibody used by us recognized only the CD34-antigen 
in endothelial cells, as the platelets and endothelial cells express different glycoforms of 
CD34362. Finally, we were able to show that it is possible to stain both endothelial cells and 
platelets simultaneously with fluorescent markers and to identify reliably even small 
endothelial erosions covered by microthrombi. Thus, the novel staining protocol presented in 
this study makes it easier to reliably detect platelet microthrombi and endothelial erosions in 
the future. 
Interestingly, the stainings done with the new staining method clearly showed, that 
some platelet thrombi attached to the subendothelial matrix are positive for CD31, while some 
others are not. At this moment we can only speculate on the possible mechanisms causing the 
absence of CD31. Possible mechanisms including internalization, conformational change like 
dimerization/oligomerization363, or antigen cleavage364 should be investigated in future 
studies. Whether this change in the platelet CD31 reflects some difference in the functional 
status of platelets, e.g. different activation mechanism, different stage of thrombus maturation, 
or exposure of thrombus to high shear stress364, remains also to be shown. 
4.6. Pharmacological inhibition of mast cell-induced coronary 
constriction (unpublished results) 
Coronary vasospasm has been speculated to increase risk of plaque erosion and rupture260. 
Interestingly, mast cell histamine155, 365 and mast cell derived leukotrienes are capable of 
causing vasospasm of atherosclerotic arteries366. Furthermore, both antihistamines and 
leukotriene antagonists are widely used in the treatment of allergies, and leukotriene receptor 
antagonists have even been proposed as antiatherosclerotic drugs367. These previous findings 
motivated us to study the potential of histamine and leukotriene receptor antagonists in the 
prevention of mast cell induced coronary vasospasm. To our knowledge, this is the first study 
in which stimulation of living mast cells has been used for inducing coronary vasospasm. In 
our small series of organ bath experiments with human coronary artery rings, ~70% of the 
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mast cell-induced vasoconstriction could be abolished with the preincubation of coronary 
rings with histamine H1-receptor antagonist diphenhydramine, whereas the cysteinyl 
leukotriene receptor antagonist ICI-198,615 had only a minor inhibitory effect (~2% of total 





Figure 11. Inhibition of mast cell-induced contraction of atherosclerotic coronary arteries by the 
histamine H1-receptor antagonist diphenhydramine (1 µM, Dife) and the leukotriene receptor antagonist 
ICI-198,615 (1 µM, ICI). Fresh human coronary rings obtained from recipient hearts at cardiac transplantations 
were equilibrated for 60 min at +37°C with 1.5 g resting tension prior to measurements. The force of contraction 
was measured with an isometric force-displacement transducer and registered on a polygraph (FT 03 transducer 
and Model 7E polygraph; Grass instruments, Quincy, MA, USA). Freshly isolated living rat peritoneal mast cells 
(~60 000 cells/ml) were pipeted into the organ bath vial and stimulated with the compound 48/80 (1 µg/ml). 
Unstimulated mast cells or compound 48/80 alone did not have any effect on vascular tone. Each line represents 
a coronary artery used for measurements. The contractions caused by mast cell degranulation were comparable 
to those obtained with 125 mM KCl. The function of endothelium was assessed by adding 1 µM acetylcholine in 
1 µM noradrenalin-precontracted rings. The rings which dilated in response to acetylcholine (i.e. had functional 
endothelium) were considered non-atherosclerotic, and the ones which contracted (i.e. had dysfunctional 
endothelium) were considered atherosclerotic. Importantly, only the atherosclerotic arteries (i.e. the ones with 
dysfunctional endothelium) responded to mast cell-derived mediators with contraction. 
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5. SUMMARY AND CONCLUSIONS 
Many lines of evidence support a role for mast cells in the pathogenesis of atherosclerosis. 
The purpose of the current study was to investigate the connection between mast cells and 
endothelial erosions in the context of atherosclerosis. On the basis of our results, the 
following conclusions can be presented: 
 
1. Our results and other current evidence indicate that intraluminal administration of the 
vasodilator papaverine induces endothelial damage in arterial grafts. Papaverine-induced 
endothelial damage is likely to occur via two main mechanisms, i.e. by acid pH and by the 
formation of sharp needle-like papaverine precipitates. Also, papaverine-induced 
degranulation of mast cells may contribute to the formation of endothelial erosions. Our 
results corroborate the previous reports showing impaired endothelial function after use of 
papaverine on the morphological level368. However, as discussed in the chapter titled 
“Clinical relevance” on page 36, the clinical significance of the observed endothelial damage 
remains unclear, and clinical studies evaluating the short- and long-term effects of graft 
endothelial damage should therefore be initiated. Studies comparing the functional and 
morphological effects of different vasodilating substances on endothelial cells and SMCs 
should also be performed. 
 
2. We show that the number of carotid plaque mast cells is high in patients with an 
atherogenic serum lipid profile. These results suggest that mast cells may be involved in the 
pathogenesis of carotid atherosclerosis. The association between mast cells and atherogenic 
serum lipids supports an earlier observation of increased mast cell counts in obese patients122. 
Furthermore, mast cells were commonly observed in areas occupied by T cells, and mast cell 
counts correlated with T cell density. These observations suggest a potential interaction 
between mast cells and T cells in carotid plaques, as has also been suggested for other 
diseases131. 
 
3. On the basis of our results, mast cells are associated with endothelial erosions in human 
coronary artery specimens. They may induce endothelial erosion ex vivo, and they are the 
main local source of cathepsin G in human coronary arteries. Our results also suggest that, in 
addition to the previously described mast cell-mediated mechanisms, which may loosen the 
EC attachment, degradation of VE-cadherin by mast cell serine proteases may also be 
involved in the detachment of ECs. These results provide novel insights into the mechanisms 
of mast cell-induced endothelial leakage in some clinical situations, including stroke or 
contrast medium-related blood-brain barrier leakage and radiologic contrast medium-induced 
microvascular leakage in lungs108, 326. Similar mast cell dependent mechanisms seem also to 
play a role in the regulation of gut epithelial permeability, which appers to be necessary for 
effective helminth expulsion369, 370. On the basis of this information, novel therapeutic 
approaches can be envisioned for these conditions. 
 
4. Endothelial erosion is a major factor contributing to symptoms caused by carotid plaques. 
The present results suggest that there is a dynamic balance between denuding mechanisms, 
such as apoptosis and detachment of ECs, and regenerating mechanisms, such as adhesion of 
EC progenitor cells and proliferation of ECs on the luminal surface of human atherosclerotic 
plaques. Thus, future studies should determine the mechanisms leading to impaired 
endothelial regeneration, as inhibition of these mechanisms might be of importance in 
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preventing the progression and complications of atherosclerosis. Furthermore, therapeutic 
strategies enhancing endothelial regeneration should also be developed. 
 
5. On the basis of our results, a combination of scanning electron microscopy and 
conventional light microscopy seems to be a reliable method for evaluating endothelial 
damage. However, one has to be careful when interpreting the results of EC immunostainings 
the purpose of which is to show endothelial erosions. This is because ECs and platelets share 
a large number of common antigens and may thus resemble each other in immunostainings. 
Our results show that adhered platelets may be mistaken as endothelial cells, and many 
endothelial erosions may thus remain undetected if a platelet-specific antibody is not used 
together with the EC markers. This pitfall may be overcome by using the double 
immunostaining protocol described here. Our results do not explain the molecular 
mechanisms responsible for the presence of CD31-positive and negative thrombi. Thus, the 
physiological relevance and the mechanisms behind this observation remain to be elucidated 
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detail, but rather to give an overview of it. 
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author. 
4. Searching the internet and internet databases. 
 
When searching, the known synonyms of the relevant keywords were used. Boolean operators 
and other limiting options of the search engines were used to limit the search results to the 
most relevant articles. 
 
The following principles were used to accept a reference: 
1. The reference had to be an article in a peer-reviewed journal or published by some 
other source considered reliable (such as Statistics Finland). 
2. The reference (or at least its abstract) had to be available in English. References with 
the main text written in a language other than English were used only when no other 
suitable references were available. 
3. When two or more otherwise equally suitable articles were available on the same 
topic, the references readily available via the internet or local library collections were 
preferred over ones that were more difficult to obtain. 





8. ONLINE DATABASES 
These online databases have been used as a source of information: 
 
Databases provided by the National Center for Biotechnology Information. 
http://www.ncbi.nlm.nih.gov/ 
 
iHOP - Information Hyperlinked over Proteins. 
http://www.pdg.cnb.uam.es/UniPub/iHOP/ 
 




The Human Protein Reference Database. 
http://www.hprd.org/ 
 
The genecards database. 
http://www.genecards.org/ 
 
MEROPS - the Peptidase Database. 
http://merops.sanger.ac.uk/ 
 
Brenda, The Comprehensive Enzyme Information System. 
www.brenda.uni-koeln.de 
 
The Gene Ontology Database. 
http://www.geneontology.org/ 
 
The library collections available via RefWorks. 
http://www.refworks.com/ 
 








1. Stary HC, Blankenhorn DH, Chandler AB, 
Glagov S, Insull W,Jr, Richardson M, Rosenfeld 
ME, Schaffer SA, Schwartz CJ, Wagner WD. A 
definition of the intima of human arteries and of 
its atherosclerosis-prone regions. A report from 
the Committee on Vascular Lesions of the 
Council on Arteriosclerosis, American Heart 
Association. Circulation. 1992; 85: 391-405. 
2. Stary HC. The sequence of cell and matrix 
changes in atherosclerotic lesions of coronary 
arteries in the first forty years of life. Eur Heart J. 
1990; 11 Suppl E: 3-19. 
3. Pentikainen MO, Oksjoki R, Oorni K, Kovanen 
PT. Lipoprotein lipase in the arterial wall: linking 
LDL to the arterial extracellular matrix and much 
more. Arterioscler Thromb Vasc Biol. 2002; 22: 
211-217. 
4. Hansson GK, Libby P. The immune response in 
atherosclerosis: a double-edged sword. Nat Rev 
Immunol. 2006; 6: 508-519. 
5. Sims FH, Gavin JB, Vanderwee MA. The 
intima of human coronary arteries. Am Heart J. 
1989; 118: 32-38. 
6. Mehta D, Malik AB. Signaling mechanisms 
regulating endothelial permeability. Physiol Rev. 
2006; 86: 279-367. 
7. Kolodgie FD, Burke AP, Farb A, Weber DK, 
Kutys R, Wight TN, Virmani R. Differential 
accumulation of proteoglycans and hyaluronan in 
culprit lesions: insights into plaque erosion. 
Arterioscler Thromb Vasc Biol. 2002; 22: 1642-
1648. 
8. Burleigh MC, Briggs AD, Lendon CL, Davies 
MJ, Born GV, Richardson PD. Collagen types I 
and III, collagen content, GAGs and mechanical 
strength of human atherosclerotic plaque caps: 
span-wise variations. Atherosclerosis. 1992; 96: 
71-81. 
9. Laine P, Naukkarinen A, Heikkila L, Penttila 
A, Kovanen PT. Adventitial mast cells connect 
with sensory nerve fibers in atherosclerotic 
coronary arteries. Circulation. 2000; 101: 1665-
1669. 
10. Williams JK, Heistad DD. The vasa vasorum 
of the arteries. J Mal Vasc. 1996; 21 Suppl C: 
266-269. 
11. Chignier E, Eloy R. Adventitial resection of 
small artery provokes endothelial loss and intimal 
hyperplasia. Surg Gynecol Obstet. 1986; 163: 
327-334. 
12. Timpl R. Macromolecular organization of 
basement membranes. Curr Opin Cell Biol. 1996; 
8: 618-624. 
13. Timpl R. Proteoglycans of basement 
membranes. EXS. 1994; 70: 123-144. 
14. Brooke BS, Bayes-Genis A, Li DY. New 
insights into elastin and vascular disease. Trends 
Cardiovasc Med. 2003; 13: 176-181. 
15. Gelb BD. Marfan's syndrome and related 
disorders--more tightly connected than we 
thought. N Engl J Med. 2006; 355: 841-844. 
16. Wu MH, Ustinova E, Granger HJ. Integrin 
binding to fibronectin and vitronectin maintains 
the barrier function of isolated porcine coronary 
venules. J Physiol. 2001; 532: 785-791. 
17. George EL, Baldwin HS, Hynes RO. 
Fibronectins are essential for heart and blood 
vessel morphogenesis but are dispensable for 
initial specification of precursor cells. Blood. 
1997; 90: 3073-3081. 
18. Kim S, Bell K, Mousa SA, Varner JA. 
Regulation of angiogenesis in vivo by ligation of 
integrin alpha5beta1 with the central cell-binding 
domain of fibronectin. Am J Pathol. 2000; 156: 
1345-1362. 
19. Serini G, Valdembri D, Bussolino F. Integrins 
and angiogenesis: a sticky business. Exp Cell Res. 
2006; 312: 651-658. 
20. Wang J, Milner R. Fibronectin promotes brain 
capillary endothelial cell survival and 
proliferation through alpha5beta1 and alphavbeta3 
integrins via MAP kinase signalling. J 
Neurochem. 2006; 96: 148-159. 
21. Katsuda S, Okada Y, Minamoto T, Oda Y, 
Matsui Y, Nakanishi I. Collagens in human 
atherosclerosis. Immunohistochemical analysis 
using collagen type-specific antibodies. 
Arterioscler Thromb. 1992; 12: 494-502. 
22. Myllyharju J, Kivirikko KI. Collagens and 
collagen-related diseases. Ann Med. 2001; 33: 7-
21. 
23. Petitclerc E, Boutaud A, Prestayko A, Xu J, 
Sado Y, Ninomiya Y, Sarras MP,Jr, Hudson BG, 
Brooks PC. New functions for non-collagenous 
domains of human collagen type IV. Novel 




growth in vivo. J Biol Chem. 2000; 275: 8051-
8061. 
24. Bloch W, Huggel K, Sasaki T, Grose R, 
Bugnon P, Addicks K, Timpl R, Werner S. The 
angiogenesis inhibitor endostatin impairs blood 
vessel maturation during wound healing. FASEB 
J. 2000; 14: 2373-2376. 
25. Marneros AG, Olsen BR. Physiological role 
of collagen XVIII and endostatin. FASEB J. 2005; 
19: 716-728. 
26. Moulton KS, Olsen BR, Sonn S, Fukai N, 
Zurakowski D, Zeng X. Loss of collagen XVIII 
enhances neovascularization and vascular 
permeability in atherosclerosis. Circulation. 2004; 
110: 1330-1336. 
27. Zeng X, Chen J, Miller YI, Javaherian K, 
Moulton KS. Endostatin binds biglycan and LDL 
and interferes with LDL retention to the 
subendothelial matrix during atherosclerosis. J 
Lipid Res. 2005; 46: 1849-1859. 
28. Williams KJ. Arterial wall chondroitin sulfate 
proteoglycans: diverse molecules with distinct 
roles in lipoprotein retention and atherogenesis. 
Curr Opin Lipidol. 2001; 12: 477-487. 
29. Lang I, Pabst MA, Hiden U, Blaschitz A, 
Dohr G, Hahn T, Desoye G. Heterogeneity of 
microvascular endothelial cells isolated from 
human term placenta and macrovascular umbilical 
vein endothelial cells. Eur J Cell Biol. 2003; 82: 
163-173. 
30. Chi JT, Chang HY, Haraldsen G, Jahnsen FL, 
Troyanskaya OG, Chang DS, Wang Z, Rockson 
SG, van de Rijn M, Botstein D, Brown PO. 
Endothelial cell diversity revealed by global 
expression profiling. Proc Natl Acad Sci U S A. 
2003; 100: 10623-10628. 
31. Murphy HS, Bakopoulos N, Dame MK, 
Varani J, Ward PA. Heterogeneity of vascular 
endothelial cells: differences in susceptibility to 
neutrophil-mediated injury. Microvasc Res. 1998; 
56: 203-211. 
32. Liebner S, Cavallaro U, Dejana E. The 
Multiple Languages of Endothelial Cell-to-Cell 
Communication. Arterioscler Thromb Vasc Biol. 
2006; 26: 1431-1438. 
33. Luscher TF, Boulanger CM, Dohi Y, Yang 
ZH. Endothelium-derived contracting factors. 
Hypertension. 1992; 19: 117-130. 
34. Virmani R, Kolodgie FD, Burke AP, Farb A, 
Schwartz SM. Lessons from sudden coronary 
death: a comprehensive morphological 
classification scheme for atherosclerotic lesions. 
Arterioscler Thromb Vasc Biol. 2000; 20: 1262-
1275. 
35. Hao H, Gabbiani G, Bochaton-Piallat ML. 
Arterial smooth muscle cell heterogeneity: 
implications for atherosclerosis and restenosis 
development. Arterioscler Thromb Vasc Biol. 
2003; 23: 1510-1520. 
36. Hedin U, Roy J, Tran PK, Lundmark K, 
Rahman A. Control of smooth muscle cell 
proliferation--the role of the basement membrane. 
Thromb Haemost. 1999; 82 Suppl 1: 23-26. 
37. Ross R, Glomset J, Harker L. Response to 
injury and atherogenesis. Am J Pathol. 1977; 86: 
675-684. 
38. Flugelman MY, Virmani R, Correa R, Yu ZX, 
Farb A, Leon MB, Elami A, Fu YM, Casscells W, 
Epstein SE. Smooth muscle cell abundance and 
fibroblast growth factors in coronary lesions of 
patients with nonfatal unstable angina. A clue to 
the mechanism of transformation from the stable 
to the unstable clinical state. Circulation. 1993; 
88: 2493-2500. 
39. Gronholdt ML, Dalager-Pedersen S, Falk E. 
Coronary atherosclerosis: determinants of plaque 
rupture. Eur Heart J. 1998; 19 Suppl C: C24-29. 
40. Falk E. Pathogenesis of atherosclerosis. J Am 
Coll Cardiol. 2006; 47: C7-12. 
41. Bentzon JF, Weile C, Sondergaard CS, 
Hindkjaer J, Kassem M, Falk E. Smooth Muscle 
Cells in Atherosclerosis Originate From the Local 
Vessel Wall and Not Circulating Progenitor Cells 
in ApoE Knockout Mice. Arterioscler Thromb 
Vasc Biol. 2006; 26: 2696-2702. 
42. Varcoe RL, Mikhail M, Guiffre AK, Pennings 
G, Vicaretti M, Hawthorne WJ, Fletcher JP, 
Medbury HJ. The role of the fibrocyte in intimal 
hyperplasia. J Thromb Haemost. 2006; 4: 1125-
1133. 
43. Mach F. Inflammation is a crucial feature of 
atherosclerosis and a potential target to reduce 
cardiovascular events. Handb Exp Pharmacol. 
2005; (170): 697-722. 
44. Zimmerman MR. The paleopathology of the 
cardiovascular system. Tex Heart Inst J. 1993; 20: 
252-257. 
45. McCully KS. Hyperhomocysteinemia and 
arteriosclerosis: historical perspectives. Clin 




46. Mayerl C, Lukasser M, Sedivy R, Niederegger 
H, Seiler R, Wick G. Atherosclerosis research 
from past to present-on the track of two 
pathologists with opposing views, Carl von 
Rokitansky and Rudolf Virchow. Virchows Arch. 
2006; 449: 96-103. 
47. Finking G, Hanke H. Nikolaj Nikolajewitsch 
Anitschkow (1885-1964) established the 
cholesterol-fed rabbit as a model for 
atherosclerosis research. Atherosclerosis. 1997; 
135: 1-7. 
48. Brown MS, Goldstein JL. Biomedicine. 
Lowering LDL--not only how low, but how long? 
Science. 2006; 311: 1721-1723. 
49. Ross R. Atherosclerosis--an inflammatory 
disease. N Engl J Med. 1999; 340: 115-126. 
50. Virmani R, Burke AP, Farb A, Kolodgie FD. 
Pathology of the vulnerable plaque. J Am Coll 
Cardiol. 2006; 47: C13-18. 
51. Pepine CJ. The effects of angiotensin-
converting enzyme inhibition on endothelial 
dysfunction: potential role in myocardial 
ischemia. Am J Cardiol. 1998; 82: 23S-27S. 
52. Lopez AD, Mathers CD, Ezzati M, Jamison 
DT, Murray CJ. Global and regional burden of 
disease and risk factors, 2001: systematic analysis 
of population health data. Lancet. 2006; 367: 
1747-1757. 
53. Berenson GS, Srinivasan SR, Bao W, 
Newman WP,3rd, Tracy RE, Wattigney WA. 
Association between multiple cardiovascular risk 
factors and atherosclerosis in children and young 
adults. The Bogalusa Heart Study. N Engl J Med. 
1998; 338: 1650-1656. 
54. Expert Panel on Detection, Evaluation, and 
Treatment of High Blood Cholesterol in Adults. 
Executive Summary of The Third Report of The 
National Cholesterol Education Program (NCEP) 
Expert Panel on Detection, Evaluation, And 
Treatment of High Blood Cholesterol In Adults 
(Adult Treatment Panel III). JAMA. 2001; 285: 
2486-2497. 
55. Wilson PW, D'Agostino RB, Levy D, 
Belanger AM, Silbershatz H, Kannel WB. 
Prediction of coronary heart disease using risk 
factor categories. Circulation. 1998; 97: 1837-
1847. 
56. Pocock SJ, McCormack V, Gueyffier F, 
Boutitie F, Fagard RH, Boissel JP. A score for 
predicting risk of death from cardiovascular 
disease in adults with raised blood pressure, based 
on individual patient data from randomised 
controlled trials. BMJ. 2001; 323: 75-81. 
57. Assmann G, Carmena R, Cullen P, Fruchart 
JC, Jossa F, Lewis B, Mancini M, Paoletti R. 
Coronary heart disease: reducing the risk: a 
worldwide view. International Task Force for the 
Prevention of Coronary Heart Disease. 
Circulation. 1999; 100: 1930-1938. 
58. Manninen V, Elo MO, Frick MH, Haapa K, 
Heinonen OP, Heinsalmi P, Helo P, Huttunen JK, 
Kaitaniemi P, Koskinen P. Lipid alterations and 
decline in the incidence of coronary heart disease 
in the Helsinki Heart Study. JAMA. 1988; 260: 
641-651. 
59. LaRosa JC, Grundy SM, Waters DD, Shear C, 
Barter P, Fruchart JC, Gotto AM, Greten H, 
Kastelein JJ, Shepherd J, Wenger NK, Treating to 
New Targets (TNT) Investigators. Intensive lipid 
lowering with atorvastatin in patients with stable 
coronary disease. N Engl J Med. 2005; 352: 1425-
1435. 
60. Sachais BS, Katz J, Ross J, Rader DJ. Long-
term effects of LDL apheresis in patients with 
severe hypercholesterolemia. J Clin Apher. 2005; 
20: 252-255. 
61. Buchwald H, Williams SE, Matts JP, Nguyen 
PA, Boen JR. Overall mortality in the program on 
the surgical control of the hyperlipidemias. J Am 
Coll Surg. 2002; 195: 327-331. 
62. Buchwald H, Varco RL, Matts JP, Long JM, 
Fitch LL, Campbell GS, Pearce MB, Yellin AE, 
Edmiston WA, Smink RD,Jr. Effect of partial 
ileal bypass surgery on mortality and morbidity 
from coronary heart disease in patients with 
hypercholesterolemia. Report of the Program on 
the Surgical Control of the Hyperlipidemias 
(POSCH). N Engl J Med. 1990; 323: 946-955. 
63. Buchwald H, Matts JP, Fitch LL, Varco RL, 
Campbell GS, Pearce M, Yellin A, Smink RD,Jr, 
Sawin HS,Jr, Campos CT. Program on the 
Surgical Control of the Hyperlipidemias 
(POSCH): design and methodology. POSCH 
Group. J Clin Epidemiol. 1989; 42: 1111-1127. 
64. Assmann G, Nofer JR. Atheroprotective 
effects of high-density lipoproteins. Annu Rev 
Med. 2003; 54: 321-341. 
65. Mineo C, Deguchi H, Griffin JH, Shaul PW. 
Endothelial and antithrombotic actions of HDL. 




66. Nicholls SJ, Tuzcu EM, Sipahi I, 
Schoenhagen P, Crowe T, Kapadia S, Nissen SE. 
Relationship between atheroma regression and 
change in lumen size after infusion of 
apolipoprotein A-I Milano. J Am Coll Cardiol. 
2006; 47: 992-997. 
67. Hobbs HH, Brown MS, Goldstein JL. 
Molecular genetics of the LDL receptor gene in 
familial hypercholesterolemia. Hum Mutat. 1992; 
1: 445-466. 
68. Cohen JC, Boerwinkle E, Mosley TH,Jr, 
Hobbs HH. Sequence variations in PCSK9, low 
LDL, and protection against coronary heart 
disease. N Engl J Med. 2006; 354: 1264-1272. 
69. Viikari JS, Niinikoski H, Juonala M, Raitakari 
OT, Lagstrom H, Kaitosaari T, Ronnemaa T, 
Simell O. Risk factors for coronary heart disease 
in children and young adults. Acta Paediatr Suppl. 
2004; 93: 34-42. 
70. Steinberg D. Thematic review series: the 
pathogenesis of atherosclerosis. An interpretive 
history of the cholesterol controversy, part V: the 
discovery of the statins and the end of the 
controversy. J Lipid Res. 2006; 47: 1339-1351. 
71. Asanuma Y, Oeser A, Shintani AK, Turner E, 
Olsen N, Fazio S, Linton MF, Raggi P, Stein CM. 
Premature coronary-artery atherosclerosis in 
systemic lupus erythematosus. N Engl J Med. 
2003; 349: 2407-2415. 
72. Tedgui A, Mallat Z. Cytokines in 
atherosclerosis: pathogenic and regulatory 
pathways. Physiol Rev. 2006; 86: 515-581. 
73. Szmitko PE, Wang CH, Weisel RD, de 
Almeida JR, Anderson TJ, Verma S. New 
markers of inflammation and endothelial cell 
activation: Part I. Circulation. 2003; 108: 1917-
1923. 
74. Szmitko PE, Wang CH, Weisel RD, Jeffries 
GA, Anderson TJ, Verma S. Biomarkers of 
vascular disease linking inflammation to 
endothelial activation: Part II. Circulation. 2003; 
108: 2041-2048. 
75. Palinski W, Witztum JL. Immune responses to 
oxidative neoepitopes on LDL and phospholipids 
modulate the development of atherosclerosis. J 
Intern Med. 2000; 247: 371-380. 
76. Binder CJ, Horkko S, Dewan A, Chang MK, 
Kieu EP, Goodyear CS, Shaw PX, Palinski W, 
Witztum JL, Silverman GJ. Pneumococcal 
vaccination decreases atherosclerotic lesion 
formation: molecular mimicry between 
Streptococcus pneumoniae and oxidized LDL. 
Nat Med. 2003; 9: 736-743. 
77. Tuominen A, Miller YI, Hansen LF, 
Kesaniemi YA, Witztum JL, Horkko S. A Natural 
Antibody to Oxidized Cardiolipin Binds to 
Oxidized Low-Density Lipoprotein, Apoptotic 
Cells, and Atherosclerotic Lesions. Arterioscler 
Thromb Vasc Biol. 2006; 26: 2096-2102. 
78. Prasad A, Zhu J, Halcox JP, Waclawiw MA, 
Epstein SE, Quyyumi AA. Predisposition to 
atherosclerosis by infections: role of endothelial 
dysfunction. Circulation. 2002; 106: 184-190. 
79. Madjid M, Naghavi M, Litovsky S, Casscells 
SW. Influenza and cardiovascular disease: a new 
opportunity for prevention and the need for 
further studies. Circulation. 2003; 108: 2730-
2736. 
80. Madjid M, Awan I, Ali M, Frazier L, 
Casscells W. Influenza and atherosclerosis: 
vaccination for cardiovascular disease prevention. 
Expert Opin Biol Ther. 2005; 5: 91-96. 
81. Ulevitch RJ, Tobias PS. Receptor-dependent 
mechanisms of cell stimulation by bacterial 
endotoxin. Annu Rev Immunol. 1995; 13: 437-
457. 
82. Helske S, Syvaranta S, Kupari M, Lappalainen 
J, Laine M, Lommi J, Turto H, Mayranpaa M, 
Werkkala K, Kovanen PT, Lindstedt KA. Possible 
role for mast cell-derived cathepsin G in the 
adverse remodelling of stenotic aortic valves. Eur 
Heart J. 2006; 27: 1495-1504. 
83. Feldman CL, Stone PH. Intravascular 
hemodynamic factors responsible for progression 
of coronary atherosclerosis and development of 
vulnerable plaque. Curr Opin Cardiol. 2000; 15: 
430-440. 
84. Chang MK, Binder CJ, Miller YI, 
Subbanagounder G, Silverman GJ, Berliner JA, 
Witztum JL. Apoptotic cells with oxidation-
specific epitopes are immunogenic and 
proinflammatory. J Exp Med. 2004; 200: 1359-
1370. 
85. Massberg S, Schulz C, Gawaz M. Role of 
platelets in the pathophysiology of acute coronary 
syndrome. Semin Vasc Med. 2003; 3: 147-162. 
86. Massberg S, Vogt F, Dickfeld T, Brand K, 
Page S, Gawaz M. Activated platelets trigger an 
inflammatory response and enhance migration of 





87. Hansson GK, Libby P, Schonbeck U, Yan ZQ. 
Innate and adaptive immunity in the pathogenesis 
of atherosclerosis. Circ Res. 2002; 91: 281-291. 
88. Asanuma Y, Chung CP, Oeser A, Shintani A, 
Stanley E, Raggi P, Stein CM. Increased 
concentration of proatherogenic inflammatory 
cytokines in systemic lupus erythematosus: 
relationship to cardiovascular risk factors. J 
Rheumatol. 2006; 33: 539-545. 
89. Biasucci LM, CDC, AHA. CDC/AHA 
Workshop on Markers of Inflammation and 
Cardiovascular Disease: Application to Clinical 
and Public Health Practice: clinical use of 
inflammatory markers in patients with 
cardiovascular diseases: a background paper. 
Circulation. 2004; 110: e560-567. 
90. Pearson TA, Mensah GA, Alexander RW, 
Anderson JL, Cannon RO,3rd, Criqui M, Fadl 
YY, Fortmann SP, Hong Y, Myers GL, Rifai N, 
Smith SC,Jr, Taubert K, Tracy RP, Vinicor F, 
Centers for Disease Control and Prevention, 
American Heart Association. Markers of 
inflammation and cardiovascular disease: 
application to clinical and public health practice: 
A statement for healthcare professionals from the 
Centers for Disease Control and Prevention and 
the American Heart Association. Circulation. 
2003; 107: 499-511. 
91. Longhi MP, Harris CL, Morgan BP, 
Gallimore A. Holding T cells in check--a new role 
for complement regulators? Trends Immunol. 
2006; 27: 102-108. 
92. Morgan BP, Marchbank KJ, Longhi MP, 
Harris CL, Gallimore AM. Complement: central 
to innate immunity and bridging to adaptive 
responses. Immunol Lett. 2005; 97: 171-179. 
93. Oksjoki R, Kovanen PT, Mayranpaa MI, 
Laine P, Blom AM, Meri S, Pentikainen MO. 
Complement regulation in human atherosclerotic 
coronary lesions Immunohistochemical evidence 
that C4b-binding protein negatively regulates the 
classical complement pathway, and that C5b-9 is 
formed via the alternative complement pathway. 
Atherosclerosis. 2006 (in press, 
doi:10.1016/j.atherosclerosis.2006.06.013). 
94. Oksjoki R, Jarva H, Kovanen PT, Laine P, 
Meri S, Pentikainen MO. Association Between 
Complement Factor H and Proteoglycans in Early 
Human Coronary Atherosclerotic Lesions. 
Implications for Local Regulation of Complement 
Activation. Arterioscler Thromb Vasc Biol. 2003; 
23: 630-636. 
95. Oksjoki R, Kovanen PT, Pentikainen MO. 
Role of complement activation in atherosclerosis. 
Curr Opin Lipidol. 2003; 14: 477-482. 
96. Patel S, Thelander EM, Hernandez M, 
Montenegro J, Hassing H, Burton C, Mundt S, 
Hermanowski-Vosatka A, Wright SD, Chao YS, 
Detmers PA. ApoE(-/-) mice develop 
atherosclerosis in the absence of complement 
component C5. Biochem Biophys Res Commun. 
2001; 286: 164-170. 
97. Thorbjornsdottir P, Kolka R, Gunnarsson E, 
Bambir SH, Thorgeirsson G, Kotwal GJ, Arason 
GJ. Vaccinia Virus Complement Control Protein 
Diminishes Formation of Atherosclerotic Lesions: 
Complement Is Centrally Involved in 
Atherosclerotic Disease. Ann N Y Acad Sci. 2005; 
1056: 1-15. 
98. Eriksson EE, Xie X, Werr J, Thoren P, 
Lindbom L. Direct viewing of atherosclerosis in 
vivo: plaque invasion by leukocytes is initiated by 
the endothelial selectins. FASEB J. 2001; 15: 
1149-1157. 
99. Torzewski J, Oldroyd R, Lachmann P, 
Fitzsimmons C, Proudfoot D, Bowyer D. 
Complement-induced release of monocyte 
chemotactic protein-1 from human smooth muscle 
cells. A possible initiating event in atherosclerotic 
lesion formation. Arterioscler Thromb Vasc Biol. 
1996; 16: 673-677. 
100. Eriksson EE. Mechanisms of leukocyte 
recruitment to atherosclerotic lesions: future 
prospects. Curr Opin Lipidol. 2004; 15: 553-558. 
101. Dejana E. The transcellular railway: insights 
into leukocyte diapedesis. Nat Cell Biol. 2006; 8: 
105-107. 
102. Hordijk P. Endothelial signaling in leukocyte 
transmigration. Cell Biochem Biophys. 2003; 38: 
305-322. 
103. Hermant B, Bibert S, Concord E, Dublet B, 
Weidenhaupt M, Vernet T, Gulino-Debrac D. 
Identification of proteases involved in the 
proteolysis of vascular endothelium cadherin 
during neutrophil transmigration. J Biol Chem. 
2003; 278: 14002-14012. 
104. Hansson GK. Inflammation, atherosclerosis, 
and coronary artery disease. N Engl J Med. 2005; 
352: 1685-1695. 




receptors in atherosclerosis: beyond lipid uptake. 
Arterioscler Thromb Vasc Biol. 2006; 26: 1702-
1711. 
106. Libby P. Inflammation in atherosclerosis. 
Nature. 2002; 420: 868-874. 
107. Naruko T, Ueda M, Haze K, van der Wal 
AC, van der Loos CM, Itoh A, Komatsu R, Ikura 
Y, Ogami M, Shimada Y, Ehara S, Yoshiyama M, 
Takeuchi K, Yoshikawa J, Becker AE. Neutrophil 
infiltration of culprit lesions in acute coronary 
syndromes. Circulation. 2002; 106: 2894-2900. 
108. Strbian D, Karjalainen-Lindsberg ML, 
Tatlisumak T, Lindsberg PJ. Cerebral mast cells 
regulate early ischemic brain swelling and 
neutrophil accumulation. J Cereb Blood Flow 
Metab. 2006; 26: 605-612. 
109. Biedermann T, Kneilling M, Mailhammer R, 
Maier K, Sander CA, Kollias G, Kunkel SL, 
Hultner L, Rocken M. Mast cells control 
neutrophil recruitment during T cell-mediated 
delayed-type hypersensitivity reactions through 
tumor necrosis factor and macrophage 
inflammatory protein 2. J Exp Med. 2000; 192: 
1441-1452. 
110. Wershil BK, Furuta GT, Wang ZS, Galli SJ. 
Mast cell-dependent neutrophil and mononuclear 
cell recruitment in immunoglobulin E-induced 
gastric reactions in mice. Gastroenterology. 1996; 
110: 1482-1490. 
111. Malaviya R, Ikeda T, Ross E, Abraham SN. 
Mast cell modulation of neutrophil influx and 
bacterial clearance at sites of infection through 
TNF-alpha. Nature. 1996; 381: 77-80. 
112. Baldus S, Eiserich JP, Mani A, Castro L, 
Figueroa M, Chumley P, Ma W, Tousson A, 
White CR, Bullard DC, Brennan ML, Lusis AJ, 
Moore KP, Freeman BA. Endothelial transcytosis 
of myeloperoxidase confers specificity to vascular 
ECM proteins as targets of tyrosine nitration. J 
Clin Invest. 2001; 108: 1759-1770. 
113. Sugiyama S, Kugiyama K, Aikawa M, 
Nakamura S, Ogawa H, Libby P. Hypochlorous 
acid, a macrophage product, induces endothelial 
apoptosis and tissue factor expression: 
involvement of myeloperoxidase-mediated 
oxidant in plaque erosion and thrombogenesis. 
Arterioscler Thromb Vasc Biol. 2004; 24: 1309-
1314. 
114. Lau D, Baldus S. Myeloperoxidase and its 
contributory role in inflammatory vascular 
disease. Pharmacol Ther. 2006; 111: 16-26. 
115. Fields RC, Schoenecker JG, Hart JP, 
Hoffman MR, Pizzo SV, Lawson JH. Protease-
activated receptor-2 signaling triggers dendritic 
cell development. Am J Pathol. 2003; 162: 1817-
1822. 
116. Lord RS, Bobryshev YV. Clustering of 
dendritic cells in athero-prone areas of the aorta. 
Atherosclerosis. 1999; 146: 197-198. 
117. Millonig G, Malcom GT, Wick G. Early 
inflammatory-immunological lesions in juvenile 
atherosclerosis from the Pathobiological 
Determinants of Atherosclerosis in Youth 
(PDAY)-study. Atherosclerosis. 2002; 160: 441-
448. 
118. Jongstra-Bilen J, Haidari M, Zhu SN, Chen 
M, Guha D, Cybulsky MI. Low-grade chronic 
inflammation in regions of the normal mouse 
arterial intima predisposed to atherosclerosis. J 
Exp Med. 2006; 203: 2073-2083. 
119. Bobryshev YV, Lord RS. Co-accumulation 
of dendritic cells and natural killer T cells within 
rupture-prone regions in human atherosclerotic 
plaques. J Histochem Cytochem. 2005; 53: 781-
785. 
120. Constantinides P. Mast cells and 
susceptibility to experimental atherosclerosis. 
Science. 1953; 117: 505-506. 
121. McGovern VJ. Mast cells and their 
relationship to endothelial surfaces. J Pathol 
Bacteriol. 1956; 71: 1-6. 
122. Pomerance A. Peri-arterial mast cells in 
coronary atheroma and thrombosis. J Pathol 
Bacteriol. 1958; 76: 55-70. 
123. Kaartinen M, Penttila A, Kovanen PT. Mast 
cells of two types differing in neutral protease 
composition in the human aortic intima. 
Demonstration of tryptase- and tryptase/chymase-
containing mast cells in normal intimas, fatty 
streaks, and the shoulder region of atheromas. 
Arterioscler Thromb. 1994; 14: 966-972. 
124. Walls AF, Jones DB, Williams JH, Church 
MK, Holgate ST. Immunohistochemical 
identification of mast cells in formaldehyde-fixed 
tissue using monoclonal antibodies specific for 
tryptase. J Pathol. 1990; 162: 119-126. 
125. Nilsson G, Butterfield JH, Nilsson K, 
Siegbahn A. Stem cell factor is a chemotactic 
factor for human mast cells. J Immunol. 1994; 
153: 3717-3723. 




Azakami S, Yasukawa H, Kato S, Arima N, 
Sugama K, Morimatsu M. Expression of stem cell 
factor in human aortic endothelial and smooth 
muscle cells. Atherosclerosis. 1997; 129: 207-
213. 
127. Baghestanian M, Hofbauer R, Kress HG, 
Wojta J, Fabry A, Binder BR, Kaun C, Muller 
MR, Mehrabi MR, Kapiotis S, Sengoelge G, 
Ghannadan M, Lechner K, Valent P. Thrombin 
augments vascular cell-dependent migration of 
human mast cells: role of MGF. Thromb Haemost. 
1997; 77: 577-584. 
128. Haley KJ, Lilly CM, Yang JH, Feng Y, 
Kennedy SP, Turi TG, Thompson JF, Sukhova 
GH, Libby P, Lee RT. Overexpression of eotaxin 
and the CCR3 receptor in human atherosclerosis: 
using genomic technology to identify a potential 
novel pathway of vascular inflammation. 
Circulation. 2000; 102: 2185-2189. 
129. Juremalm M, Olsson N, Nilsson G. CCL17 
and CCL22 attenuate CCL5-induced mast cell 
migration. Clin Exp Allergy. 2005; 35: 708-712. 
130. Juremalm M, Nilsson G. Chemokine receptor 
expression by mast cells. Chem Immunol Allergy. 
2005; 87: 130-144. 
131. Lu LF, Lind EF, Gondek DC, Bennett KA, 
Gleeson MW, Pino-Lagos K, Scott ZA, Coyle AJ, 
Reed JL, Van Snick J, Strom TB, Zheng XX, 
Noelle RJ. Mast cells are essential intermediaries 
in regulatory T-cell tolerance. Nature. 2006; 442: 
997-1002. 
132. Hartmann K, Henz BM, Kruger-Krasagakes 
S, Kohl J, Burger R, Guhl S, Haase I, Lippert U, 
Zuberbier T. C3a and C5a stimulate chemotaxis 
of human mast cells. Blood. 1997; 89: 2863-2870. 
133. Galli SJ, Tsai M, Wershil BK. The c-kit 
receptor, stem cell factor, and mast cells. What 
each is teaching us about the others. Am J Pathol. 
1993; 142: 965-974. 
134. Oskeritzian CA, Zhao W, Min HK, Xia HZ, 
Pozez A, Kiev J, Schwartz LB. Surface CD88 
functionally distinguishes the MCTC from the 
MCT type of human lung mast cell. J Allergy Clin 
Immunol. 2005; 115: 1162-1168. 
135. Frossi B, De Carli M, Pucillo C. The mast 
cell: an antenna of the microenvironment that 
directs the immune response. J Leukoc Biol. 2004; 
75: 579-585. 
136. Schwartz LB. Effector cells of anaphylaxis: 
mast cells and basophils. Novartis Found Symp. 
2004; 257: 65-74; discussion 74-9, 98-100, 276-
85. 
137. de Pater-Huijsen FL, de Riemer MJ, 
Reijneke RM, Pompen M, Lutter R, Jansen HM, 
Out TA. Human mast cells modulate proliferation 
and cytokine production by CD8+ T lymphocytes. 
Int Arch Allergy Immunol. 1997; 113: 287-288. 
138. Egozi EI, Ferreira AM, Burns AL, Gamelli 
RL, Dipietro LA. Mast cells modulate the 
inflammatory but not the proliferative response in 
healing wounds. Wound Repair Regen. 2003; 11: 
46-54. 
139. Norrby K. Mast cells and angiogenesis. 
APMIS. 2002; 110: 355-371. 
140. Dileepan KN, Stechschulte DJ. Endothelial 
cell activation by mast cell mediators. Methods 
Mol Biol. 2006; 315: 275-294. 
141. Malaviya R, Twesten NJ, Ross EA, Abraham 
SN, Pfeifer JD. Mast cells process bacterial Ags 
through a phagocytic route for class I MHC 
presentation to T cells. J Immunol. 1996; 156: 
1490-1496. 
142. Lee DM, Friend DS, Gurish MF, Benoist C, 
Mathis D, Brenner MB. Mast cells: a cellular link 
between autoantibodies and inflammatory 
arthritis. Science. 2002; 297: 1689-1692. 
143. Sasaki Y, Tanaka M, Kudo H. 
Differentiation between ulcerative colitis and 
Crohn's disease by a quantitative 
immunohistochemical evaluation of T 
lymphocytes, neutrophils, histiocytes and mast 
cells. Pathol Int. 2002; 52: 277-285. 
144. Maurer M, Wedemeyer J, Metz M, 
Piliponsky AM, Weller K, Chatterjea D, Clouthier 
DE, Yanagisawa MM, Tsai M, Galli SJ. Mast 
cells promote homeostasis by limiting endothelin-
1-induced toxicity. Nature. 2004; 432: 512-516. 
145. Metz M, Piliponsky AM, Chen CC, Lammel 
V, Abrink M, Pejler G, Tsai M, Galli SJ. Mast 
cells can enhance resistance to snake and 
honeybee venoms. Science. 2006; 313: 526-530. 
146. Theoharides TC, Conti P. Mast cells: the 
Jekyll and Hyde of tumor growth. Trends 
Immunol. 2004; 25: 235-241. 
147. Laine P, Kaartinen M, Penttila A, Panula P, 
Paavonen T, Kovanen PT. Association between 
myocardial infarction and the mast cells in the 
adventitia of the infarct-related coronary artery. 




148. Kaartinen M, Penttila A, Kovanen PT. 
Accumulation of activated mast cells in the 
shoulder region of human coronary atheroma, the 
predilection site of atheromatous rupture. 
Circulation. 1994; 90: 1669-1678. 
149. Kovanen PT, Kaartinen M, Paavonen T. 
Infiltrates of activated mast cells at the site of 
coronary atheromatous erosion or rupture in 
myocardial infarction. Circulation. 1995; 92: 
1084-1088. 
150. Kaartinen M, Penttila A, Kovanen PT. Mast 
cells accompany microvessels in human coronary 
atheromas: implications for intimal 
neovascularization and hemorrhage. 
Atherosclerosis. 1996; 123: 123-131. 
151. Lappalainen H, Laine P, Pentikainen MO, 
Sajantila A, Kovanen PT. Mast cells in 
neovascularized human coronary plaques store 
and secrete basic fibroblast growth factor, a potent 
angiogenic mediator. Arterioscler Thromb Vasc 
Biol. 2004; 24: 1880-1885. 
152. Leskinen M, Wang Y, Leszczynski D, 
Lindstedt KA, Kovanen PT. Mast cell chymase 
induces apoptosis of vascular smooth muscle 
cells. Arterioscler Thromb Vasc Biol. 2001; 21: 
516-522. 
153. Leskinen MJ, Lindstedt KA, Wang Y, 
Kovanen PT. Mast cell chymase induces smooth 
muscle cell apoptosis by a mechanism involving 
fibronectin degradation and disruption of focal 
adhesions. Arterioscler Thromb Vasc Biol. 2003; 
23: 238-243. 
154. Latti S, Leskinen M, Shiota N, Wang Y, 
Kovanen PT, Lindstedt KA. Mast cell-mediated 
apoptosis of endothelial cells in vitro: A paracrine 
mechanism involving TNF-alpha-mediated down-
regulation of bcl-2 expression. J Cell Physiol. 
2003; 195: 130-138. 
155. Kalsner S, Richards R. Coronary arteries of 
cardiac patients are hyperreactive and contain 
stores of amines: a mechanism for coronary 
spasm. Science. 1984; 223: 1435-1437. 
156. Lee M, Sommerhoff CP, von Eckardstein A, 
Zettl F, Fritz H, Kovanen PT. Mast cell tryptase 
degrades HDL and blocks its function as an 
acceptor of cellular cholesterol. Arterioscler 
Thromb Vasc Biol. 2002; 22: 2086-2091. 
157. Lee M, Calabresi L, Chiesa G, Franceschini 
G, Kovanen PT. Mast cell chymase degrades 
apoE and apoA-II in apoA-I-knockout mouse 
plasma and reduces its ability to promote cellular 
cholesterol efflux. Arterioscler Thromb Vasc Biol. 
2002; 22: 1475-1481. 
158. Lee-Rueckert M, Kovanen PT. Mast cell 
proteases: Physiological tools to study functional 
significance of high density lipoproteins in the 
initiation of reverse cholesterol transport. 
Atherosclerosis. 2006; 189: 8-18. 
159. Lindstedt KA, Kovanen PT. Mast cells in 
vulnerable coronary plaques: potential 
mechanisms linking mast cell activation to plaque 
erosion and rupture. Curr Opin Lipidol. 2004; 15: 
567-573. 
160. Bachelet I, Munitz A, Levi-Schaffer F. Co-
culture of mast cells with fibroblasts: a tool to 
study their crosstalk. Methods Mol Biol. 2006; 
315: 295-317. 
161. Coleman JW. Nitric oxide: a regulator of 
mast cell activation and mast cell-mediated 
inflammation. Clin Exp Immunol. 2002; 129: 4-
10. 
162. Andriopoulou P, Navarro P, Zanetti A, 
Lampugnani MG, Dejana E. Histamine induces 
tyrosine phosphorylation of endothelial cell-to-
cell adherens junctions. Arterioscler Thromb Vasc 
Biol. 1999; 19: 2286-2297. 
163. Shasby DM, Ries DR, Shasby SS, Winter 
MC. Histamine stimulates phosphorylation of 
adherens junction proteins and alters their link to 
vimentin. Am J Physiol Lung Cell Mol Physiol. 
2002; 282: L1330-1338. 
164. Winter MC, Shasby SS, Ries DR, Shasby 
DM. Histamine selectively interrupts VE-cadherin 
adhesion independently of capacitive calcium 
entry. Am J Physiol Lung Cell Mol Physiol. 2004; 
287: L816-23. 
165. Itoh Y, Sendo T, Oishi R. Physiology and 
pathophysiology of proteinase-activated receptors 
(PARs): role of tryptase/PAR-2 in vascular 
endothelial barrier function. J Pharmacol Sci. 
2005; 97: 14-19. 
166. Schechter NM, Brass LF, Lavker RM, Jensen 
PJ. Reaction of mast cell proteases tryptase and 
chymase with protease activated receptors (PARs) 
on keratinocytes and fibroblasts. J Cell Physiol. 
1998; 176: 365-373. 
167. Dulon S, Cande C, Bunnett NW, Hollenberg 
MD, Chignard M, Pidard D. Proteinase-activated 
receptor-2 and human lung epithelial cells: 
disarming by neutrophil serine proteinases. Am J 




168. Norman MU, Lister KJ, Yang YH, Issekutz 
A, Hickey MJ. TNF regulates leukocyte-
endothelial cell interactions and microvascular 
dysfunction during immune complex-mediated 
inflammation. Br J Pharmacol. 2005; 144: 265-
274. 
169. Lejeune FJ, Lienard D, Matter M, Ruegg C. 
Efficiency of recombinant human TNF in human 
cancer therapy. Cancer Immun. 2006; 6: 6. 
170. Lejeune FJ. Clinical use of TNF revisited: 
improving penetration of anti-cancer agents by 
increasing vascular permeability. J Clin Invest. 
2002; 110: 433-435. 
171. Curnis F, Sacchi A, Corti A. Improving 
chemotherapeutic drug penetration in tumors by 
vascular targeting and barrier alteration. J Clin 
Invest. 2002; 110: 475-482. 
172. van Horssen R, Ten Hagen TL, Eggermont 
AM. TNF-alpha in cancer treatment: molecular 
insights, antitumor effects, and clinical utility. 
Oncologist. 2006; 11: 397-408. 
173. Natarajan M, Lin KM, Hsueh RC, Sternweis 
PC, Ranganathan R. A global analysis of cross-
talk in a mammalian cellular signalling network. 
Nat Cell Biol. 2006; 8: 571-580. 
174. He SH, Xie H, Fu YL. Inhibition of tryptase 
release from human colon mast cells by histamine 
receptor antagonists. Asian Pac J Allergy 
Immunol. 2005; 23: 35-39. 
175. Gregory GD, Brown MA. Mast cells in 
allergy and autoimmunity: implications for 
adaptive immunity. Methods Mol Biol. 2006; 315: 
35-50. 
176. Thangam EB, Venkatesha RT, Zaidi AK, 
Jordan-Sciutto KL, Goncharov DA, Krymskaya 
VP, Amrani Y, Panettieri RA,Jr, Ali H. Airway 
smooth muscle cells enhance C3a-induced mast 
cell degranulation following cell-cell contact. 
FASEB J. 2005; 19: 798-800. 
177. Marone G, Bova M, Detoraki A, Onorati 
AM, Rossi FW, Spadaro G. The human heart as a 
shock organ in anaphylaxis. Novartis Found 
Symp. 2004; 257: 133-49; discussion 149-60, 276-
285. 
178. Budde IK, Aalberse RC. Histamine-releasing 
factors, a heterogeneous group of different 
activities. Clin Exp Allergy. 2003; 33: 1175-1182. 
179. Liao L, Starzyk RM, Granger DN. Molecular 
determinants of oxidized low-density lipoprotein-
induced leukocyte adhesion and microvascular 
dysfunction. Arterioscler Thromb Vasc Biol. 
1997; 17: 437-444. 
180. Brill A, Baram D, Sela U, Salamon P, 
Mekori YA, Hershkoviz R. Induction of mast cell 
interactions with blood vessel wall components by 
direct contact with intact T cells or T cell 
membranes in vitro. Clin Exp Allergy. 2004; 34: 
1725-1731. 
181. Baram D, Vaday GG, Salamon P, Drucker I, 
Hershkoviz R, Mekori YA. Human mast cells 
release metalloproteinase-9 on contact with 
activated T cells: juxtacrine regulation by TNF-
alpha. J Immunol. 2001; 167: 4008-4016. 
182. Reber L, Da Silva CA, Frossard N. Stem cell 
factor and its receptor c-Kit as targets for 
inflammatory diseases. Eur J Pharmacol. 2006; 
533: 327-340. 
183. Suzuki H, Miura S, Liu YY, Tsuchiya M, 
Ishii H. Substance P induces degranulation of 
mast cells and leukocyte adhesion to venular 
endothelium. Peptides. 1995; 16: 1447-1452. 
184. Niemi K, Baumann MH, Kovanen PT, 
Eklund KK. Serum amyloid A (SAA) activates 
human mast cells which leads into degradation of 
SAA and generation of an amyloidogenic SAA 
fragment. Biochim Biophys Acta. 2006; 1762: 
424-430. 
185. Patella V, de Crescenzo G, Marino I, 
Genovese A, Adt M, Gleich GJ, Marone G. 
Eosinophil granule proteins activate human heart 
mast cells. J Immunol. 1996; 157: 1219-1225. 
186. Kay LJ, Yeo WW, Peachell PT. 
Prostaglandin E2 activates EP2 receptors to 
inhibit human lung mast cell degranulation. Br J 
Pharmacol. 2006; 147: 707-713. 
187. Bachelet I, Munitz A, Moretta A, Moretta L, 
Levi-Schaffer F. The inhibitory receptor IRp60 
(CD300a) is expressed and functional on human 
mast cells. J Immunol. 2005; 175: 7989-7995. 
188. Cherwinski HM, Murphy CA, Joyce BL, 
Bigler ME, Song YS, Zurawski SM, Moshrefi 
MM, Gorman DM, Miller KL, Zhang S, 
Sedgwick JD, Phillips JH. The CD200 receptor is 
a novel and potent regulator of murine and human 
mast cell function. J Immunol. 2005; 174: 1348-
1356. 
189. Chong LK, Drury DE, Dummer JF, 
Ghahramani P, Schleimer RP, Peachell PT. 
Protection by dexamethasone of the functional 




responses in human lung mast cells. Br J 
Pharmacol. 1997; 121: 717-722. 
190. Shelburne CP, McLachlan JB, Abraham SN. 
In vivo models for studying mast cell-dependent 
responses to bacterial infection. Methods Mol 
Biol. 2006; 315: 363-381. 
191. Stoten A, Huntley J, Mistry H, Harper S, 
Bundick R, Brown A, Pritchard DI. Nonatopic 
allergen-independent mast cell activation in 
parasitized eosinophilic athymic rats. Parasite 
Immunol. 2005; 27: 431-438. 
192. Kubes P, Granger DN. Leukocyte-
endothelial cell interactions evoked by mast cells. 
Cardiovasc Res. 1996; 32: 699-708. 
193. Pernas-Sueiras O, Alfonso A, Vieytes MR, 
Botana LM. Mast cell exocytosis can be triggered 
by ammonium chloride with just a cytosolic 
alkalinization and no calcium increase. J Cell 
Physiol. 2005; 204: 775-784. 
194. Wei JF, Mo YZ, Qiao LY, Wei XL, Chen 
HQ, Xie H, Fu YL, Wang WY, Xiong YL, He 
SH. Potent histamine-releasing activity of 
atrahagin, a novel snake venom metalloproteinase. 
Int J Biochem Cell Biol. 2006; 38: 510-520. 
195. Peachell PT, Morcos SK. Effect of 
radiographic contrast media on histamine release 
from human mast cells and basophils. Br J Radiol. 
1998; 71: 24-30. 
196. Krishnaswamy G, Kelley J, Johnson D, 
Youngberg G, Stone W, Huang SK, Bieber J, Chi 
DS. The human mast cell: functions in physiology 
and disease. Front Biosci. 2001; 6: D1109-1127. 
197. Lippert U, Moller A, Welker P, Artuc M, 
Henz BM. Inhibition of cytokine secretion from 
human leukemic mast cells and basophils by H1- 
and H2-receptor antagonists. Exp Dermatol. 2000; 
9: 118-124. 
198. Lundeen KA, Sun B, Karlsson L, Fourie 
AM. Leukotriene B4 Receptors BLT1 and BLT2: 
Expression and Function in Human and Murine 
Mast Cells. J Immunol. 2006; 177: 3439-3447. 
199. Venkatachalam TK, Qazi S, Samuel P, 
Uckun FM. Inhibition of mast cell leukotriene 
release by thiourea derivatives. Bioorg Med Chem 
Lett. 2003; 13: 485-488. 
200. Bastan R, Peirce MJ, Peachell PT. 
Regulation of immunoglobulin E-mediated 
secretion by protein phosphatases in human 
basophils and mast cells of skin and lung. Eur J 
Pharmacol. 2001; 430: 135-141. 
201. Ishida S, Kinoshita T, Sugawara N, 
Yamashita T, Koike K. Serum inhibitors for 
human mast cell growth: possible role of retinol. 
Allergy. 2003; 58: 1044-1052. 
202. Small-Howard AL, Shimoda LM, Adra CN, 
Turner H. Anti-inflammatory potential of CB1-
mediated cAMP elevation in mast cells. Biochem 
J. 2005; 388: 465-473. 
203. Rudd RM, Gellert AR, Studdy PR, Geddes 
DM. Inhibition of exercise-induced asthma by an 
orally absorbed mast cell stabilizer (M & B 
22,948). Br J Dis Chest. 1983; 77: 78-86. 
204. Kulka M, Fukuishi N, Rottem M, Mekori 
YA, Metcalfe DD. Mast cells, which interact with 
Escherichia coli, up-regulate genes associated 
with innate immunity and become less responsive 
to Fc(epsilon)RI-mediated activation. J Leukoc 
Biol. 2006; 79: 339-350. 
205. Adkinson NF, Middleton E. Middleton's 
allergy : principles & practice. 6th ed. St. Louis: 
Mosby; 2003. 
206. Kulka M, Metcalfe DD. TLR3 activation 
inhibits human mast cell attachment to fibronectin 
and vitronectin. Mol Immunol. 2006; 43: 1579-
1586. 
207. Boullier A, Bird DA, Chang MK, Dennis 
EA, Friedman P, Gillotre-Taylor K, Horkko S, 
Palinski W, Quehenberger O, Shaw P, Steinberg 
D, Terpstra V, Witztum JL. Scavenger receptors, 
oxidized LDL, and atherosclerosis. Ann N Y Acad 
Sci. 2001; 947: 214-222; discussion 222-223. 
208. Malaviya R, Abraham SN. Mast cell 
modulation of immune responses to bacteria. 
Immunol Rev. 2001; 179: 16-24. 
209. Starkey JR, Crowle PK, Taubenberger S. 
Mast-cell-deficient W/Wv mice exhibit a 
decreased rate of tumor angiogenesis. Int J 
Cancer. 1988; 42: 48-52. 
210. Steffel J, Akhmedov A, Greutert H, Luscher 
TF, Tanner FC. Histamine Induces Tissue Factor 
Expression. Implications for Acute Coronary 
Syndromes. Circulation. 2005; 112: 341-349. 
211. Selwood T, Smolensky H, McCaslin DR, 
Schechter NM. The interaction of human tryptase-
beta with small molecule inhibitors provides new 
insights into the unusual functional instability and 
quaternary structure of the protease. Biochemistry. 
2005; 44: 3580-3590. 
212. Lindstedt L, Lee M, Kovanen PT. Chymase 




inhibitors and capable of proteolyzing high 
density lipoproteins in aortic intimal fluid. 
Atherosclerosis. 2001; 155: 87-97. 
213. Ermolieff J, Boudier C, Laine A, Meyer B, 
Bieth JG. Heparin protects cathepsin G against 
inhibition by protein proteinase inhibitors. J Biol 
Chem. 1994; 269: 29502-29508. 
214. Buckley MG, Walters C, Wong WM, 
Cawley MI, Ren S, Schwartz LB, Walls AF. Mast 
cell activation in arthritis: detection of alpha- and 
beta-tryptase, histamine and eosinophil cationic 
protein in synovial fluid. Clin Sci (Lond). 1997; 
93: 363-370. 
215. Fukuoka Y, Schwartz LB. Human beta-
tryptase: detection and characterization of the 
active monomer and prevention of tetramer 
reconstitution by protease inhibitors. 
Biochemistry. 2004; 43: 10757-10764. 
216. Pereira PJ, Bergner A, Macedo-Ribeiro S, 
Huber R, Matschiner G, Fritz H, Sommerhoff CP, 
Bode W. Human beta-tryptase is a ring-like 
tetramer with active sites facing a central pore. 
Nature. 1998; 392: 306-311. 
217. Peng Q, McEuen AR, Benyon RC, Walls 
AF. The heterogeneity of mast cell tryptase from 
human lung and skin. Eur J Biochem. 2003; 270: 
270-283. 
218. Hallgren J, Pejler G. Biology of mast cell 
tryptase. An inflammatory mediator. FEBS J. 
2006; 273: 1871-1895. 
219. Tchougounova E, Lundequist A, Fajardo I, 
Winberg JO, Abrink M, Pejler G. A key role for 
mast cell chymase in the activation of pro-matrix 
metalloprotease-9 and pro-matrix 
metalloprotease-2. J Biol Chem. 2005; 280: 9291-
9296. 
220. Tchougounova E, Pejler G, Abrink M. The 
chymase, mouse mast cell protease 4, constitutes 
the major chymotrypsin-like activity in 
peritoneum and ear tissue. A role for mouse mast 
cell protease 4 in thrombin regulation and 
fibronectin turnover. J Exp Med. 2003; 198: 423-
431. 
221. Kovanen PT, Lindstedt MK, Shiota N, 
Kokkonen JO. Chymase-dependent angiotensin II 
formation in human vascular tissue. Circulation. 
2000; 102: E32. 
222. Irani AM, Goldstein SM, Wintroub BU, 
Bradford T, Schwartz LB. Human mast cell 
carboxypeptidase. Selective localization to MCTC 
cells. J Immunol. 1991; 147: 247-253. 
223. Boyce JA. Eicosanoid mediators of mast 
cells: receptors, regulation of synthesis, and 
pathobiologic implications. Chem Immunol 
Allergy. 2005; 87: 59-79. 
224. Allen SP, Yacoub MH. Role of leukotrienes 
in coronary artery surgery. Curr Opin Cardiol. 
1995; 10: 605-613. 
225. Zudaire E, Martinez A, Garayoa M, Pio R, 
Kaur G, Woolhiser MR, Metcalfe DD, Hook WA, 
Siraganian RP, Guise TA, Chirgwin JM, Cuttitta 
F. Adrenomedullin Is a Cross-Talk Molecule that 
Regulates Tumor and Mast Cell Function during 
Human Carcinogenesis. Am J Pathol. 2006; 168: 
280-291. 
226. Hozumi N, Tonegawa S. Evidence for 
somatic rearrangement of immunoglobulin genes 
coding for variable and constant regions. 1976 
[classical article. J Immunol. 2004; 173: 4260-
4264. 
227. van Zelm MC, Reisli I, van der Burg M, 
Castano D, van Noesel CJ, van Tol MJ, Woellner 
C, Grimbacher B, Patino PJ, van Dongen JJ, 
Franco JL. An antibody-deficiency syndrome due 
to mutations in the CD19 gene. N Engl J Med. 
2006; 354: 1901-1912. 
228. Vanderlaan PA, Reardon CA. Thematic 
review series: the immune system and 
atherogenesis. The unusual suspects:an overview 
of the minor leukocyte populations in 
atherosclerosis. J Lipid Res. 2005; 46: 829-838. 
229. Businaro R, Digregorio M, Rigano R, 
Profumo E, Buttari B, Leone S, Salvati B, 
Capoano R, D'Amati G, Fumagalli L. 
Morphological analysis of cell subpopulations 
within carotid atherosclerotic plaques. Ital J Anat 
Embryol. 2005; 110: 109-115. 
230. Caligiuri G, Nicoletti A, Poirier B, Hansson 
GK. Protective immunity against atherosclerosis 
carried by B cells of hypercholesterolemic mice. J 
Clin Invest. 2002; 109: 745-753. 
231. Faber BC, Heeneman S, Daemen MJ, 
Cleutjens KB. Genes potentially involved in 
plaque rupture. Curr Opin Lipidol. 2002; 13: 545-
552. 
232. Lieberman J. The ABCs of granule-mediated 
cytotoxicity: new weapons in the arsenal. Nat Rev 
Immunol. 2003; 3: 361-370. 
233. Nakatani M, Takeyama Y, Shibata M, 




Mechanisms of restenosis after coronary 
intervention: difference between plain old balloon 
angioplasty and stenting. Cardiovasc Pathol. 
2003; 12: 40-48. 
234. Fukunaga M. Juvenile temporal arteritis 
associated with Kimura's disease. APMIS. 2005; 
113: 379-384. 
235. Lie JT, Dixit RK. Nonsteroidal 
antiinflammatory drug induced hypersensitivity 
vasculitis clinically mimicking temporal arteritis. 
J Rheumatol. 1996; 23: 183-185. 
236. Duguid JB. The thrombogenic hypothesis 
and its implications. Postgrad Med J. 1960; 36: 
226-229. 
237. Duguid JB. Pathogenesis of atherosclerosis. 
Lancet. 1949; 2: 925-927. 
238. Huo Y, Ley KF. Role of platelets in the 
development of atherosclerosis. Trends 
Cardiovasc Med. 2004; 14: 18-22. 
239. Bilora F, Zanon E, Petrobelli F, Cavraro M, 
Prandoni P, Pagnan A, Girolami A. Does 
hemophilia protect against atherosclerosis? A 
case-control study. Clin Appl Thromb Hemost. 
2006; 12: 193-198. 
240. Bilora F, Boccioletti V, Zanon E, Petrobelli 
F, Girolami A. Hemophilia A, von Willebrand 
disease, and atherosclerosis of abdominal aorta 
and leg arteries: factor VIII and von Willebrand 
factor defects appear to protect abdominal aorta 
and leg arteries from atherosclerosis. Clin Appl 
Thromb Hemost. 2001; 7: 311-313. 
241. Byington RP, Evans GW, Espeland MA, 
Applegate WB, Hunninghake DB, Probstfield J, 
Furberg CD. Effects of lovastatin and warfarin on 
early carotid atherosclerosis: sex-specific 
analyses. Asymptomatic Carotid Artery 
Progression Study (ACAPS) Research Group. 
Circulation. 1999; 100: e14-17. 
242. Wagner DD, Burger PC. Platelets in 
inflammation and thrombosis. Arterioscler 
Thromb Vasc Biol. 2003; 23: 2131-2137. 
243. Ferroni P, Basili S, Davi G. Platelet 
activation, inflammatory mediators and 
hypercholesterolemia. Curr Vasc Pharmacol. 
2003; 1: 157-169. 
244. Naghavi M, Libby P, Falk E, Casscells SW, 
Litovsky S, Rumberger J, Badimon JJ, Stefanadis 
C, Moreno P, Pasterkamp G, Fayad Z, Stone PH, 
Waxman S, Raggi P, Madjid M, Zarrabi A, Burke 
A, Yuan C, Fitzgerald PJ, Siscovick DS, De Korte 
CL, Aikawa M, Juhani Airaksinen KE, Assmann 
G, Becker CR, Chesebro JH, Farb A, Galis ZS, 
Jackson C, Jang IK, Koenig W, Lodder RA, 
March K, Demirovic J, Navab M, Priori SG, 
Rekhter MD, Bahr R, Grundy SM, Mehran R, 
Colombo A, Boerwinkle E, Ballantyne C, Insull 
W,Jr, Schwartz RS, Vogel R, Serruys PW, 
Hansson GK, Faxon DP, Kaul S, Drexler H, 
Greenland P, Muller JE, Virmani R, Ridker PM, 
Zipes DP, Shah PK, Willerson JT. From 
vulnerable plaque to vulnerable patient: a call for 
new definitions and risk assessment strategies: 
part I. Circulation. 2003; 108: 1664-1672. 
245. Naghavi M, Libby P, Falk E, Casscells SW, 
Litovsky S, Rumberger J, Badimon JJ, Stefanadis 
C, Moreno P, Pasterkamp G, Fayad Z, Stone PH, 
Waxman S, Raggi P, Madjid M, Zarrabi A, Burke 
A, Yuan C, Fitzgerald PJ, Siscovick DS, de Korte 
CL, Aikawa M, Airaksinen KE, Assmann G, 
Becker CR, Chesebro JH, Farb A, Galis ZS, 
Jackson C, Jang IK, Koenig W, Lodder RA, 
March K, Demirovic J, Navab M, Priori SG, 
Rekhter MD, Bahr R, Grundy SM, Mehran R, 
Colombo A, Boerwinkle E, Ballantyne C, Insull 
W,Jr, Schwartz RS, Vogel R, Serruys PW, 
Hansson GK, Faxon DP, Kaul S, Drexler H, 
Greenland P, Muller JE, Virmani R, Ridker PM, 
Zipes DP, Shah PK, Willerson JT. From 
vulnerable plaque to vulnerable patient: a call for 
new definitions and risk assessment strategies: 
Part II. Circulation. 2003; 108: 1772-1778. 
246. Zubilewicz T, Wronski J, Bourriez A, 
Terlecki P, Guinault AM, Muscatelli-Groux B, 
Michalak J, Melliere D, Becquemin JP, Allaire E. 
Injury in vascular surgery--the intimal 
hyperplastic response. Med Sci Monit. 2001; 7: 
316-324. 
247. Shi Y, O'Brien JE,Jr, Ala-Kokko L, Chung 
W, Mannion JD, Zalewski A. Origin of 
extracellular matrix synthesis during coronary 
repair. Circulation. 1997; 95: 997-1006. 
248. He GW. Arterial grafts for coronary artery 
bypass grafting: biological characteristics, 
functional classification, and clinical choice. Ann 
Thorac Surg. 1999; 67: 277-284. 
249. Davies MG, Hagen PO. Influence of 
perioperative storage solutions on long-term vein 
graft function and morphology. Ann Vasc Surg. 
1994; 8: 150-157. 
250. Tada T, Tateyama H, Fujiyoushi Y, Eimoto 
T. Arterial smooth muscle cell response induced 




apparent completion of endothelial repair. Ann NY 
Acad Sci. 1990; 598: 507-509. 
251. Sasaki Y, Suehiro S, Becker AE, Kinoshita 
H, Ueda M. Role of endothelial cell denudation 
and smooth muscle cell dedifferentiation in 
neointimal formation of human vein grafts after 
coronary artery bypass grafting: therapeutic 
implications. Heart. 2000; 83: 69-75. 
252. Del Rizzo DF, Yurkova N, Moon MC, 
Litchie B, Zahradka P. Platelet-derived growth 
factor-induced expression of c-fos in human 
vascular smooth muscle cells: implications for 
long-term graft patency. Ann Thorac Surg. 2002; 
74: 90-95. 
253. Saenz NC, Hendren RB, Schoof DD, 
Folkman J. Reduction of smooth muscle 
hyperplasia in vein grafts in athymic rats. Lab 
Invest. 1991; 65: 15-22. 
254. Libby P, Ridker PM, Maseri A. 
Inflammation and atherosclerosis. Circulation. 
2002; 105: 1135-1143. 
255. Burke AP, Kolodgie FD, Farb A, Weber DK, 
Malcom GT, Smialek J, Virmani R. Healed 
plaque ruptures and sudden coronary death: 
evidence that subclinical rupture has a role in 
plaque progression. Circulation. 2001; 103: 934-
940. 
256. Meairs S, Weihe E, Mittmann U, Vetter H, 
Kohler U, Forssmann WG. Morphologic 
investigation of coronary arteries subjected to 
hypertension by experimental supravalvular aortic 
stenosis in dogs. Lab Invest. 1984; 50: 469-479. 
257. Fuster V. Lewis A. Conner Memorial 
Lecture. Mechanisms leading to myocardial 
infarction: insights from studies of vascular 
biology. Circulation. 1994; 90: 2126-2146. 
258. Makin AJ, Blann AD, Chung NA, Silverman 
SH, Lip GY. Assessment of endothelial damage in 
atherosclerotic vascular disease by quantification 
of circulating endothelial cells. Relationship with 
von Willebrand factor and tissue factor. Eur Heart 
J. 2004; 25: 371-376. 
259. Tricot O, Mallat Z, Heymes C, Belmin J, 
Leseche G, Tedgui A. Relation between 
endothelial cell apoptosis and blood flow 
direction in human atherosclerotic plaques. 
Circulation. 2000; 101: 2450-2453. 
260. Gertz SD, Uretsky G, Wajnberg RS, Navot 
N, Gotsman MS. Endothelial cell damage and 
thrombus formation after partial arterial 
constriction: relevance to the role of coronary 
artery spasm in the pathogenesis of myocardial 
infarction. Circulation. 1981; 63: 476-486. 
261. Reidy MA, Schwartz SM. Endothelial injury 
and regeneration. IV. Endotoxin: a nondenuding 
injury to aortic endothelium. Lab Invest. 1983; 48: 
25-34. 
262. Constantinides P, Robinson M. 
Ultrastructural injury of arterial endothelium. 1. 
Effects of pH, osmolarity, anoxia, and 
temperature. Arch Pathol. 1969; 88: 99-105. 
263. Elemer G, Kerenyi T, Jellinek H. Scanning 
(SEM) and transmission (TEM) electron-
microscopic studies on post-ischemic endothelial 
lesions following recirculation. Atherosclerosis. 
1976; 24: 219-232. 
264. Constantinides P, Robinson M. 
Ultrastructural injury of arterial endothelium. 3. 
Effects of enzymes and surfactants. Arch Pathol. 
1969; 88: 113-117. 
265. Jaffe EA, Nachman RL, Becker CG, Minick 
CR. Culture of human endothelial cells derived 
from umbilical veins. Identification by 
morphologic and immunologic criteria. J Clin 
Invest. 1973; 52: 2745-2756. 
266. Reidy MA, Standaert D, Schwartz SM. 
Inhibition of endothelial cell regrowth. Cessation 
of aortic endothelial cell replication after balloon 
catheter denudation. Arteriosclerosis. 1982; 2: 
216-220. 
267. Nakajima T, Schulte S, Warrington KJ, 
Kopecky SL, Frye RL, Goronzy JJ, Weyand CM. 
T-cell-mediated lysis of endothelial cells in acute 
coronary syndromes. Circulation. 2002; 105: 570-
575. 
268. Ricevuti G, Mazzone A, Pasotti D, de Servi 
S, Specchia G. Role of granulocytes in endothelial 
injury in coronary heart disease in humans. 
Atherosclerosis. 1991; 91: 1-14. 
269. Lindstedt KA, Leskinen MJ, Kovanen PT. 
Proteolysis of the pericellular matrix: a novel 
element determining cell survival and death in the 
pathogenesis of plaque erosion and rupture. 
Arterioscler Thromb Vasc Biol. 2004; 24: 1350-
1358. 
270. Michel JB. Anoikis in the cardiovascular 
system: known and unknown extracellular 
mediators. Arterioscler Thromb Vasc Biol. 2003; 
23: 2146-2154. 




Al Hajzen A, Addad F, Mirshahi M, Desnos M, 
Tedgui A, Mallat Z. In vivo induction of 
endothelial apoptosis leads to vessel thrombosis 
and endothelial denudation: a clue to the 
understanding of the mechanisms of thrombotic 
plaque erosion. Circulation. 2004; 109: 2503-
2506. 
272. Rajagopalan S, Somers EC, Brook RD, 
Kehrer C, Pfenninger D, Lewis E, Chakrabarti A, 
Richardson BC, Shelden E, McCune WJ, Kaplan 
MJ. Endothelial cell apoptosis in systemic lupus 
erythematosus: a common pathway for abnormal 
vascular function and thrombosis propensity. 
Blood. 2004; 103: 3677-3683. 
273. Burrig KF. The endothelium of advanced 
arteriosclerotic plaques in humans. Arterioscler 
Thromb. 1991; 11: 1678-1689. 
274. Farb A, Burke AP, Tang AL, Liang TY, 
Mannan P, Smialek J, Virmani R. Coronary 
plaque erosion without rupture into a lipid core. A 
frequent cause of coronary thrombosis in sudden 
coronary death. Circulation. 1996; 93: 1354-1363. 
275. Arbustini E, Dal Bello B, Morbini P, Burke 
AP, Bocciarelli M, Specchia G, Virmani R. 
Plaque erosion is a major substrate for coronary 
thrombosis in acute myocardial infarction. Heart. 
1999; 82: 269-272. 
276. Virmani R, Burke AP, Farb A. Plaque 
rupture and plaque erosion. Thromb Haemost. 
1999; 82 Suppl 1: 1-3. 
277. Burke AP, Farb A, Malcom GT, Liang YH, 
Smialek J, Virmani R. Coronary risk factors and 
plaque morphology in men with coronary disease 
who died suddenly. N Engl J Med. 1997; 336: 
1276-1282. 
278. Burke AP, Farb A, Pestaner J, Malcom GT, 
Zieske A, Kutys R, Smialek J, Virmani R. 
Traditional risk factors and the incidence of 
sudden coronary death with and without coronary 
thrombosis in blacks. Circulation. 2002; 105: 
419-424. 
279. Keil JE, Sutherland SE, Knapp RG, Lackland 
DT, Gazes PC, Tyroler HA. Mortality rates and 
risk factors for coronary disease in black as 
compared with white men and women. N Engl J 
Med. 1993; 329: 73-78. 
280. van der Wal AC, Becker AE, van der Loos 
CM, Das PK. Site of intimal rupture or erosion of 
thrombosed coronary atherosclerotic plaques is 
characterized by an inflammatory process 
irrespective of the dominant plaque morphology. 
Circulation. 1994; 89: 36-44. 
281. Shah PK. Pathophysiology of coronary 
thrombosis: role of plaque rupture and plaque 
erosion. Prog Cardiovasc Dis. 2002; 44: 357-368. 
282. Burke AP, Taylor A, Farb A, Malcom GT, 
Virmani R. Coronary calcification: insights from 
sudden coronary death victims. Z Kardiol. 2000; 
89 Suppl 2: 49-53. 
283. Higuchi ML, Gutierrez PS, Bezerra HG, 
Palomino SA, Aiello VD, Silvestre JM, Libby P, 
Ramires JA. Comparison between adventitial and 
intimal inflammation of ruptured and nonruptured 
atherosclerotic plaques in human coronary 
arteries. Arq Bras Cardiol. 2002; 79: 20-24. 
284. Burke AP, Kolodgie FD, Farb A, Weber D, 
Virmani R. Morphological predictors of arterial 
remodeling in coronary atherosclerosis. 
Circulation. 2002; 105: 297-303. 
285. Kolodgie FD, Gold HK, Burke AP, Fowler 
DR, Kruth HS, Weber DK, Farb A, Guerrero LJ, 
Hayase M, Kutys R, Narula J, Finn AV, Virmani 
R. Intraplaque hemorrhage and progression of 
coronary atheroma. N Engl J Med. 2003; 349: 
2316-2325. 
286. Vasa M, Breitschopf K, Zeiher AM, 
Dimmeler S. Nitric oxide activates telomerase and 
delays endothelial cell senescence. Circ Res. 
2000; 87: 540-542. 
287. Breitschopf K, Zeiher AM, Dimmeler S. Pro-
atherogenic factors induce telomerase inactivation 
in endothelial cells through an Akt-dependent 
mechanism. FEBS Lett. 2001; 493: 21-25. 
288. Vyalov S, Langille BL, Gotlieb AI. 
Decreased blood flow rate disrupts endothelial 
repair in vivo. Am J Pathol. 1996; 149: 2107-
2118. 
289. Urbich C, Walter DH, Zeiher AM, Dimmeler 
S. Laminar shear stress upregulates integrin 
expression: role in endothelial cell adhesion and 
apoptosis. Circ Res. 2000; 87: 683-689. 
290. Hill JM, Zalos G, Halcox JP, Schenke WH, 
Waclawiw MA, Quyyumi AA, Finkel T. 
Circulating endothelial progenitor cells, vascular 
function, and cardiovascular risk. N Engl J Med. 
2003; 348: 593-600. 
291. Minamino T, Miyauchi H, Yoshida T, Ishida 
Y, Yoshida H, Komuro I. Endothelial cell 
senescence in human atherosclerosis: role of 
telomere in endothelial dysfunction. Circulation. 




292. Sho E, Komatsu M, Sho M, Nanjo H, Singh 
TM, Xu C, Masuda H, Zarins CK. High flow 
drives vascular endothelial cell proliferation 
during flow-induced arterial remodeling 
associated with the expression of vascular 
endothelial growth factor. Exp Mol Pathol. 2003; 
75: 1-11. 
293. Urbich C, Dernbach E, Reissner A, Vasa M, 
Zeiher AM, Dimmeler S. Shear stress-induced 
endothelial cell migration involves integrin 
signaling via the fibronectin receptor subunits 
alpha(5) and beta(1). Arterioscler Thromb Vasc 
Biol. 2002; 22: 69-75. 
294. Fennell DF, Whatley RE, McIntyre TM, 
Prescott SM, Zimmerman GA. Endothelial cells 
reestablish functional integrity after reversible 
permeabilization. Arterioscler Thromb. 1991; 11: 
97-106. 
295. DiCorleto PE, Gimbrone MA. Vascular 
endothelium. In: Fuster V, Ross R,  Topol EJ, eds. 
Atherosclerosis and coronary artery disease. 
Philadelphia: Lippincott-Raven publishers; 1996: 
387-399. 
296. Pellegreffi L, Branzoli U. Removal and 
regeneration of the endothelium of the left 
common carotid artery of rats with induced 
hypercholesterolemia compared with 
normocholesterolemic animals. Experimental 
model to quantify the endothelial layer. Artery. 
1987; 14: 248-265. 
297. Seetharam D, Mineo C, Gormley AK, 
Gibson LL, Vongpatanasin W, Chambliss KL, 
Hahner LD, Cummings ML, Kitchens RL, Marcel 
YL, Rader DJ, Shaul PW. High-density 
lipoprotein promotes endothelial cell migration 
and reendothelialization via scavenger receptor-B 
type I. Circ Res. 2006; 98: 63-72. 
298. Fujiyama S, Amano K, Uehira K, Yoshida 
M, Nishiwaki Y, Nozawa Y, Jin D, Takai S, 
Miyazaki M, Egashira K, Imada T, Iwasaka T, 
Matsubara H. Bone marrow monocyte lineage 
cells adhere on injured endothelium in a monocyte 
chemoattractant protein-1-dependent manner and 
accelerate reendothelialization as endothelial 
progenitor cells. Circ Res. 2003; 93: 980-989. 
299. Friedrich EB, Walenta K, Scharlau J, 
Nickenig G, Werner N. CD34-/CD133+/VEGFR-
2+ endothelial progenitor cell subpopulation with 
potent vasoregenerative capacities. Circ Res. 
2006; 98: e20-25. 
300. Eizawa T, Ikeda U, Murakami Y, Matsui K, 
Yoshioka T, Takahashi M, Muroi K, Shimada K. 
Decrease in circulating endothelial progenitor 
cells in patients with stable coronary artery 
disease. Heart. 2004; 90: 685-686. 
301. Vasa M, Fichtlscherer S, Aicher A, Adler K, 
Urbich C, Martin H, Zeiher AM, Dimmeler S. 
Number and migratory activity of circulating 
endothelial progenitor cells inversely correlate 
with risk factors for coronary artery disease. Circ 
Res. 2001; 89: E1-7. 
302. Schmidt-Lucke C, Rossig L, Fichtlscherer S, 
Vasa M, Britten M, Kamper U, Dimmeler S, 
Zeiher AM. Reduced number of circulating 
endothelial progenitor cells predicts future 
cardiovascular events: proof of concept for the 
clinical importance of endogenous vascular repair. 
Circulation. 2005; 111: 2981-2987. 
303. Vasa M, Fichtlscherer S, Adler K, Aicher A, 
Martin H, Zeiher AM, Dimmeler S. Increase in 
circulating endothelial progenitor cells by statin 
therapy in patients with stable coronary artery 
disease. Circulation. 2001; 103: 2885-2890. 
304. Laufs U, Urhausen A, Werner N, Scharhag J, 
Heitz A, Kissner G, Bohm M, Kindermann W, 
Nickenig G. Running exercise of different 
duration and intensity: effect on endothelial 
progenitor cells in healthy subjects. Eur J 
Cardiovasc Prev Rehabil. 2005; 12: 407-414. 
305. Fournet-Bourguignon MP, Castedo-Delrieu 
M, Bidouard JP, Leonce S, Saboureau D, 
Delescluse I, Vilaine JP, Vanhoutte PM. 
Phenotypic and functional changes in regenerated 
porcine coronary endothelial cells : increased 
uptake of modified LDL and reduced production 
of NO. Circ Res. 2000; 86: 854-861. 
306. Lindner V, Reidy MA, Fingerle J. Regrowth 
of arterial endothelium. Denudation with minimal 
trauma leads to complete endothelial cell 
regrowth. Lab Invest. 1989; 61: 556-563. 
307. Clowes AW, Clowes MM, Fingerle J, Reidy 
MA. Kinetics of cellular proliferation after arterial 
injury. V. Role of acute distension in the 
induction of smooth muscle proliferation. Lab 
Invest. 1989; 60: 360-364. 
308. Farb A, Weber DK, Kolodgie FD, Burke AP, 
Virmani R. Morphological predictors of restenosis 
after coronary stenting in humans. Circulation. 
2002; 105: 2974-2980. 
309. Thanigaraj S, Wollmuth JR, Zajarias A, 
Chemmalakuzhy J, Lasala JM. From randomized 




based approach for the use of drug-eluting stents. 
Coron Artery Dis. 2006; 17: 673-679. 
310. Kotani J, Awata M, Nanto S, Uematsu M, 
Oshima F, Minamiguchi H, Mintz GS, Nagata S. 
Incomplete neointimal coverage of sirolimus-
eluting stents: angioscopic findings. J Am Coll 
Cardiol. 2006; 47: 2108-2111. 
311. Kovanen PT. Mast cells in human fatty 
streaks and atheromas: implications for intimal 
lipid accumulation. Curr Opin Lipidol. 1996; 7: 
281-286. 
312. He GW, Yang Q, Yang CQ. Smooth muscle 
and endothelial function of arterial grafts for 
coronary artery bypass surgery. Clin Exp 
Pharmacol Physiol. 2002; 29: 717-720. 
313. Lowry OH, Rosebrough NJ, Farr AL, 
Randall RJ. Protein measurement with the Folin 
phenol reagent. J Biol Chem. 1951; 193: 265-275. 
314. Ilveskero S, Siljander P, Lassila R. 
Procoagulant activity on platelets adhered to 
collagen or plasma clot. Arterioscler Thromb Vasc 
Biol. 2001; 21: 628-635. 
315. Harvima IT, Naukkarinen A, Harvima RJ, 
Fraki JE. Immunoperoxidase and enzyme-
histochemical demonstration of human skin 
tryptase in cutaneous mast cells in normal and 
mastocytoma skin. Arch Dermatol Res. 1988; 
280: 363-370. 
316. He GW. Arterial grafts for coronary surgery: 
vasospasm and patency rate. J Thorac Cardiovasc 
Surg. 2001; 121: 431-433. 
317. Dregelid E, Heldal K, Resch F, Stangeland 
L, Breivik K, Svendsen E. Dilation of the internal 
mammary artery by external and intraluminal 
papaverine application. J Thorac Cardiovasc 
Surg. 1995; 110: 697-703. 
318. Hakanson R, Ronnberg AL, Sjolund K. 
Fluorometric determination of histamine with 
OPT: optimum reaction conditions and tests of 
identity. Anal Biochem. 1972; 47: 356-370. 
319. Davies PF, Bowyer DE. Scanning electron 
microscopy: arterial endothelial integrity after 
fixation at physiological pressure. 
Atherosclerosis. 1975; 21: 463-469. 
320. He GW. Verapamil plus nitroglycerin 
solution maximally preserves endothelial function 
of the radial artery: comparison with papaverine 
solution. J Thorac Cardiovasc Surg. 1998; 115: 
1321-1327. 
321. Pepler WJ, Meyer BJ. Mast cells in the 
coronary arteries. A comparative study of South 
African Bantu and European hearts. Arch Pathol. 
1961; 71: 209-213. 
322. Pollak OJ. Mast cells in the circulatory 
system of man. Circulation. 1957; 16: 1084-1089. 
323. Tani K, Ogushi F, Kido H, Kawano T, 
Kunori Y, Kamimura T, Cui P, Sone S. Chymase 
is a potent chemoattractant for human monocytes 
and neutrophils. J Leukoc Biol. 2000; 67: 585-
589. 
324. Niu XF, Ibbotson G, Kubes P. A balance 
between nitric oxide and oxidants regulates mast 
cell-dependent neutrophil-endothelial cell 
interactions. Circ Res. 1996; 79: 992-999. 
325. Miao JY, Kaji K, Hayashi H, Araki S. 
Inhibitors of phospholipase promote apoptosis of 
human endothelial cells. J Biochem (Tokyo). 
1997; 121: 612-618. 
326. Sendo T, Itoh Y, Goromaru T, Sumimura T, 
Saito M, Aki K, Yano T, Oishi R. A potent 
tryptase inhibitor nafamostat mesilate 
dramatically suppressed pulmonary dysfunction 
induced in rats by a radiographic contrast 
medium. Br J Pharmacol. 2003; 138: 959-967. 
327. Huttunen M, Harvima IT. Mast cell tryptase 
and chymase in chronic leg ulcers: chymase is 
potentially destructive to epithelium and is 
controlled by proteinase inhibitors. Br J 
Dermatol. 2005; 152: 1149-1160. 
328. Boudier C, Godeau G, Hornebeck W, Robert 
L, Bieth JG. The elastolytic activity of cathepsin 
G: an ex vivo study with dermal elastin. Am J 
Respir Cell Mol Biol. 1991; 4: 497-503. 
329. Sasaki T, Mann K, Murphy G, Chu ML, 
Timpl R. Different susceptibilities of fibulin-1 and 
fibulin-2 to cleavage by matrix metalloproteinases 
and other tissue proteases. Eur J Biochem. 1996; 
240: 427-434. 
330. Lohi J, Harvima I, Keski-Oja J. Pericellular 
substrates of human mast cell tryptase: 72,000 
dalton gelatinase and fibronectin. J Cell Biochem. 
1992; 50: 337-349. 
331. Vartio T, Seppa H, Vaheri A. Susceptibility 
of soluble and matrix fibronectins to degradation 
by tissue proteinases, mast cell chymase and 
cathepsin G. J Biol Chem. 1981; 256: 471-477. 
332. Takao K, Takai S, Shiota N, Song K, 
Nishimura K, Ishihara T, Miyazaki M. Lack of 




properties of human mast cell chymase. Biochim 
Biophys Acta. 1999; 1427: 74-81. 
333. Bonnefoy A, Legrand C. Proteolysis of 
subendothelial adhesive glycoproteins 
(fibronectin, thrombospondin, and von Willebrand 
factor) by plasmin, leukocyte cathepsin G, and 
elastase. Thromb Res. 2000; 98: 323-332. 
334. Heck LW, Blackburn WD, Irwin MH, 
Abrahamson DR. Degradation of basement 
membrane laminin by human neutrophil elastase 
and cathepsin G. Am J Pathol. 1990; 136: 1267-
1274. 
335. Steadman R, Irwin MH, St John PL, 
Blackburn WD, Heck LW, Abrahamson DR. 
Laminin cleavage by activated human neutrophils 
yields proteolytic fragments with selective 
migratory properties. J Leukoc Biol. 1993; 53: 
354-365. 
336. Bruch M, Landwehr R, Engel J. Dissection 
of laminin by cathepsin G into its long-arm and 
short-arm structures and localization of regions 
involved in calcium dependent stabilization and 
self-association. Eur J Biochem. 1989; 185: 271-
279. 
337. Mayer U, Mann K, Timpl R, Murphy G. 
Sites of nidogen cleavage by proteases involved in 
tissue homeostasis and remodelling. Eur J 
Biochem. 1993; 217: 877-884. 
338. Imai K, Kusakabe M, Sakakura T, Nakanishi 
I, Okada Y. Susceptibility of tenascin to 
degradation by matrix metalloproteinases and 
serine proteinases. FEBS Lett. 1994; 352: 216-
218. 
339. Latijnhouwers MA, Bergers M, Veenhuis 
RT, Beekman B, Ankersmit-Ter Horst MF, 
Schalkwijk J. Tenascin-C degradation in chronic 
wounds is dependent on serine proteinase activity. 
Arch Dermatol Res. 1998; 290: 490-496. 
340. Kielty CM, Lees M, Shuttleworth CA, 
Woolley D. Catabolism of intact type VI collagen 
microfibrils: susceptibility to degradation by 
serine proteinases. Biochem Biophys Res 
Commun. 1993; 191: 1230-1236. 
341. Banovac K, Banovac F, Yang J, Koren E. 
Interaction of osteoblasts with extracellular 
matrix: effect of mast cell chymase. Proc Soc Exp 
Biol Med. 1993; 203: 221-235. 
342. Ebihara N, Funaki T, Murakami A, Takai S, 
Miyazaki M. Mast cell chymase decreases the 
barrier function and inhibits the migration of 
corneal epithelial cells. Curr Eye Res. 2005; 30: 
1061-1069. 
343. Maison CM, Villiers CL, Colomb MG. 
Proteolysis of C3 on U937 cell plasma 
membranes. Purification of cathepsin G. J 
Immunol. 1991; 147: 921-926. 
344. Robledo O, Papaioannou A, Ochietti B, 
Beauchemin C, Legault D, Cantin A, King PD, 
Daniel C, Alakhov VY, Potworowski EF, St-
Pierre Y. ICAM-1 isoforms: specific activity and 
sensitivity to cleavage by leukocyte elastase and 
cathepsin G. Eur J Immunol. 2003; 33: 1351-
1360. 
345. Lees M, Taylor DJ, Woolley DE. Mast cell 
proteinases activate precursor forms of 
collagenase and stromelysin, but not of 
gelatinases A and B. Eur J Biochem. 1994; 223: 
171-177. 
346. Saarinen J, Kalkkinen N, Welgus HG, 
Kovanen PT. Activation of human interstitial 
procollagenase through direct cleavage of the 
Leu83-Thr84 bond by mast cell chymase. J Biol 
Chem. 1994; 269: 18134-18140. 
347. Saunders WB, Bayless KJ, Davis GE. MMP-
1 activation by serine proteases and MMP-10 
induces human capillary tubular network collapse 
and regression in 3D collagen matrices. J Cell Sci. 
2005; 118: 2325-2340. 
348. Gruber BL, Marchese MJ, Suzuki K, 
Schwartz LB, Okada Y, Nagase H, Ramamurthy 
NS. Synovial procollagenase activation by human 
mast cell tryptase dependence upon matrix 
metalloproteinase 3 activation. J Clin Invest. 
1989; 84: 1657-1662. 
349. Okada Y, Nakanishi I. Activation of matrix 
metalloproteinase 3 (stromelysin) and matrix 
metalloproteinase 2 ('gelatinase') by human 
neutrophil elastase and cathepsin G. FEBS Lett. 
1989; 249: 353-356. 
350. Metsarinne KP, Vehmaan-Kreula P, 
Kovanen PT, Saijonmaa O, Baumann M, Wang 
Y, Nyman T, Fyhrquist FY, Eklund KK. 
Activated mast cells increase the level of 
endothelin-1 mRNA in cocultured endothelial 
cells and degrade the secreted Peptide. 
Arterioscler Thromb Vasc Biol. 2002; 22: 268-
273. 
351. Turkington PT. Cathepsin G, a regulator of 
human vitamin K, dependent clotting factors and 




352. Turkington PT. Degradation of human factor 
X by human polymorphonuclear leucocyte 
cathepsin G and elastase. Haemostasis. 1991; 21: 
111-116. 
353. Davies MJ, Woolf N, Rowles PM, Pepper J. 
Morphology of the endothelium over 
atherosclerotic plaques in human coronary 
arteries. Br Heart J. 1988; 60: 459-464. 
354. Mallat Z, Benamer H, Hugel B, Benessiano 
J, Steg PG, Freyssinet JM, Tedgui A. Elevated 
levels of shed membrane microparticles with 
procoagulant potential in the peripheral 
circulating blood of patients with acute coronary 
syndromes. Circulation. 2000; 101: 841-843. 
355. Hadcock S, Richardson M, Winocour PD, 
Hatton MW. Intimal alterations in rabbit aortas 
during the first 6 months of alloxan-induced 
diabetes. Arterioscler Thromb. 1991; 11: 517-529. 
356. Mallat Z, Tedgui A. Current perspective on 
the role of apoptosis in atherothrombotic disease. 
Circ Res. 2001; 88: 998-1003. 
357. Nuotio K, Lindsberg PJ, Carpen O, Soinne L, 
Lehtonen-Smeds EM, Saimanen E, Lassila R, 
Sairanen T, Sarna S, Salonen O, Kovanen PT, 
Kaste M. Adhesion molecule expression in 
symptomatic and asymptomatic carotid stenosis. 
Neurology. 2003; 60: 1890-1899. 
358. Kanoh M, Takemura G, Misao J, Hayakawa 
Y, Aoyama T, Nishigaki K, Noda T, Fujiwara T, 
Fukuda K, Minatoguchi S, Fujiwara H. 
Significance of myocytes with positive DNA in 
situ nick end-labeling (TUNEL) in hearts with 
dilated cardiomyopathy: not apoptosis but DNA 
repair. Circulation. 1999; 99: 2757-2764. 
359. Pasquinelli G, Cavazza A, Preda P, Stella A, 
Cifiello BI, Gargiulo M, D'Addato M, Laschi R. 
Endothelial injury in human atherosclerosis. 
Scanning Microsc. 1989; 3: 971-981; discussion 
981-982. 
360. Werner N, Nickenig G. Influence of 
cardiovascular risk factors on endothelial 
progenitor cells: limitations for therapy? 
Arterioscler Thromb Vasc Biol. 2006; 26: 257-
266. 
361. Jeziorska M, Woolley DE. Local 
neovascularization and cellular composition 
within vulnerable regions of atherosclerotic 
plaques of human carotid arteries. J Pathol. 1999; 
188: 189-196. 
362. Lewandowska K, Kaplan D, Husel W. CD34 
expression on platelets. Platelets. 2003; 14: 83-87. 
363. Zhao T, Newman PJ. Integrin activation by 
regulated dimerization and oligomerization of 
platelet endothelial cell adhesion molecule 
(PECAM)-1 from within the cell. J Cell Biol. 
2001; 152: 65-73. 
364. Naganuma Y, Satoh K, Yi Q, Asazuma N, 
Yatomi Y, Ozaki Y. Cleavage of platelet 
endothelial cell adhesion molecule-1 (PECAM-1) 
in platelets exposed to high shear stress. J Thromb 
Haemost. 2004; 2: 1998-2008. 
365. Forman MB, Oates JA, Robertson D, 
Robertson RM, Roberts LJ,2nd, Virmani R. 
Increased adventitial mast cells in a patient with 
coronary spasm. N Engl J Med. 1985; 313: 1138-
1141. 
366. Allen SP, Dashwood MR, Chester AH, 
Tadjkarimi S, Collins M, Piper PJ, Yacoub MH. 
Influence of atherosclerosis on the vascular 
reactivity of isolated human epicardial coronary 
arteries to leukotriene C4. Cardioscience. 1993; 4: 
47-54. 
367. Funk CD. Leukotriene modifiers as potential 
therapeutics for cardiovascular disease. Nat Rev 
Drug Discov. 2005; 4: 664-672. 
368. Dipp MA, Nye PC, Taggart DP. 
Phenoxybenzamine is more effective and less 
harmful than papaverine in the prevention of 
radial artery vasospasm. Eur J Cardiothorac Surg. 
2001; 19: 482-486. 
369. Jacob C, Yang PC, Darmoul D, Amadesi S, 
Saito T, Cottrell GS, Coelho AM, Singh P, Grady 
EF, Perdue M, Bunnett NW. Mast cell tryptase 
controls paracellular permeability of the intestine. 
Role of protease-activated receptor 2 and beta-
arrestins. J Biol Chem. 2005; 280: 31936-31948. 
370. McDermott JR, Bartram RE, Knight PA, 
Miller HR, Garrod DR, Grencis RK. Mast cells 
disrupt epithelial barrier function during enteric 
nematode infection. Proc Natl Acad Sci U S A. 
2003; 100: 7761-7766. 
 
